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Expression absence of LRRC4 gene in glioblastoma cell lines

WU Ming-hua, LI Xiao-ling, HUANG Chen, TANG Yun-lian, ZHANG Zu-ping, LI Gui-yuan

( Cancer Research Institute , Central South University , Changsha 410078 , China )

Abstract; Objective To examine the expression absence of LRRC4 gene in glioblastoma cell
lines. Methods RT-PCR and Northern blot were used to detect the expression of LRRC4 gene in 6
glioblastomas cells lines. Polymerase chain reaction and DNA sequencing were used to screen the
LRRC4 gene mutation , while bioinformation assay was used to search for the reason of LRRC4 gene
absence in U251 cell lines. Results The expression of LRRC4 was absent in 6 malignant glioma
cell lines (U251, U87, BT325, SF126, SF767 and M17 ) , which were examined by Northern-
blot and RT-PCR assay. All sequencing of PCR products from gDNA of SF126, SF767, and M17
cell lines contained the point mutation at the same position ( LRRC4 geneT977A) (3/5), which
was a synonymous mutation. However, PCR products from gDNA of U251 and U87 cell lines (2/
5) were not obtained. The expression absence of LRRC4 was ascribed to the loss of homozygosity of
7q32-ter in U251 cell lines. Conclusion The expression of LRRC4 gene is absent in glioblastoma

cell lines, and it offers the important experiment proof for LRRC4 to act as a new candidate of brain
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tumor suppressor gene from glioma. The loss of homozygosity of 7q32-ter contributed to the expres-

sion absence of LRRC4 in U251 cell lines.
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gliomas cell lines ;

expression deletion;  mutantion

[ J Cent South Univ ( Med Sci) , 2007 ,32(2) :0231-04 ]

LRRC4 K2 = R E ML & 5'-
RACE $ AR M Y 6 1 7q31-32 X 35 50 B (1) — A4~ 8
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Transcription System , DNase I ) § Promega 2\ ) .
1.1.3 3514 5 %) LRRC4 J£ A 45 15 X ( open
reading frame, ORF ) 5| 4 & %, Left: 5'-AT-
GAAGCTCTTGTGGCAG-3" ; Right: 5'-TCATATTT-
GAGTTTCCTG-3', 7=4¥) 2 kb, GAPDH [ 5| ¥ ¢
51, Left:5'-GTCAGTGGTGGACCTGACCT-3"; Righ .
5'-CCCCTCTTCAAGGGGTCTAC-3', 5| % 1 Kk &
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Fig.1 LRRC4 expression in glioma cell lines
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A2 ANHNE T, H ORF 7 T4 2 MR F N,
I, AT LR 20 DNA o B 42 9 35 1 LRRC4 5 1A
B ORF . 2k T 43 LRRC4 & A 75 0% 14 6 Jox 988 24
A B R JE T T ORF J3 41 1 28 48 BT 8,
AL R Al PCR $2 AR, Fl TaKaRa 2% ®] (1) 5 & H
fiti, L U251 ,U87,SF126,SF767 F1 M17 25 i it i
JoE 20 FR SR 2 DNA SH AR , 97 14 LRRC4 S H 1Y
ORF , 3@ 3 J¥ , 43 #r LRRC4 L[ (%) ORF 7 i fig J5t
A b R BT R, 45 R KB, I SF126,
SF767 ,M17 4 jifd Z () 3 N 4 h ¥ R 4 14t LRRC4
F B ORF,SF126 Fi1 M17 40 it 9 DNA & & &%
(B 2) . M7 3R], LRRCA 3L A 4 5 X 26 279 fif
BRI 3 D% 1 A7 18 s % 78 (LRRC4 e A
M5 97T AT, T(A) , Z B R ¥ 51 43 B 4[] L
A (E3) . HEARKE PCR Y 1E 36 800 i = 35 4>
PEER {H U251 F1 UST 40 ifg ¥ 3k X 26 DNA rp 5 R
REY 34 i LRRC4 JE [ ) ORF, %45 L K W], LRRC4
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A RT-PCR analysis; B: Northern blot analysis
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Fig.2 ORF of LRRC4 was amplicated from genomic DNA of glio-
blastoma cell lines PCR product of 528 bp from GAPDH

was used for the normalization of gDNA levels [ Marker

(M) : 2 kb DNA ladder ]
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Fig. 3 Sequencing analysis of LRRC4 gene ORF from gDNA of glioblastoma cell lines (SF126,SF767 ,M17)

Point mutantion existed

in the position 977(T(A) of LRRC4 gene, which is a synonymous
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