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Fig.1 Identification of pTRE-2hyg-LRRC4 recombination plasmid
P: plasmid; N: Not | digestion; B: BamH 1 digestion; M: N\ marker.
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Fig.2 U251 Tet-on cell lines screened by testing luciferase
activity
W:Dox—; [1:Dox+ (not shown all).
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Fig.3 Dose-dependent relations of U251 Tet-on -clones
induced by different concentration Dox
H:0 mg/L; W: 0.005 mg/L; []: 0.002 mg/L; [1: 1 mg/L; M: 2 mg/L; O:
6mg/L.
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Fig.4 Dose -dependent relations of the 22th U251 Tet -on

clone induced by different concentration Dox
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Fig.5 Kinetics analysis of the 22th U251 Tet -on clone
induced by 2 mg/L. Dox
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Fig.6 Screen of the positive pTRE-2hyg/LRRC4- pTet-on U251 dual-stable clones induced by 0 or 2 mg/L Dox
not shown all. 0: Dox(-); +: Dox (2 mg/L).
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Fig.7 Expression of the 27th positive pTRE-2hyg/LRRC4-
pTet -on U251 dual -stable clone induced by different
concentration Dox
0: DL2000 marker; /: 0 mg/L; 2: 0. 001 mg/L; 3: 0.1 mg/L; 4: 0.6 mg/L;
5: 1 mg/L; 6:2 mg/L (the 28th not shown).
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Fig.8 Kinetics analysis of the 27th positive pTRE -2hyg/
LRRC4- pTet-on U251 dual-stable clone induced by 2 mg/L
Dox
0:0h; I: 4h; 2: 8h; 3: 12 h; 4: 16 h; 5: 20 h; 6: 24 h; 7: 36 h; &:
DL2000 marker (the 28th not shown).
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Establishment of Brain Relatively Specific Gene LRRC4 With
Doxycycline Induced Tet Regulating System in U251 Glioblatoma Cell Line’

ZHANG Qiu-Hong, WANG Li-Li, PENG Cong, CAO Li, WANG Jie-Ru, LI Xiao-Ling, LI Gui-Yuan™
(Cancer Research Institute, Central South University, Changsha 410078, China)

Abstract LRRC4 is a novel brain relatively specific gene and a member of LRR superfamily, which displayed
significant down-regulation in primary brain tumor biopsies and has the potential to suppress brain tumor growth.
The establishnent of LRRC4 with doxycycline (Dox) induced Tet regulating system in U251 glioblastoma cell line
was reported. Firstly, Tet-on regulating plasmid was transfected into U251 cells and screened by G418 to construct
the single-stable U251 Tet-on cell line. Low background and high expression clone was acquired by testing
luciferase activity. Successively, pTRE-2hyg/LRRC4 plasmid was transfected into the clone and screened by
hygromycin. Two positive clones were received by RT-PCR and Northern blot analysis. The positive clones
showed well dose-response and time-response in expression of LRRC4 with Dox inducement. Results show that
establishment of LRRC4 with doxycycline induced Tet regulating system in U251 glioblatoma cell line is
successfully, which provides an ideal experimental platform for understanding the mechanism of LRRC4 in glioma

tumorigenesis and development.

Key words LRRC4, Tet-on gene expression system, doxycycline (Dox)
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