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The expression and significance of Id in different lung cancer cells
LI Xiao— li', ZHAO Yan- bin', SUN Li— chun', LI Le - jing'
Department ¢ [nternal Malicine, the Third Affiliated Hospitd , Harbin Medical University, Harbin 150040, China)

ABSTACT Objective: To invedigate the expression and significance of Id gene in lung cancer and immortalization bronchial epithelial
cells. Methods: The expressions of Id1- Id4 mRNA and their proteins were examined by semiquantiative RT'— PCR and Western blot assay.
Results: 1d1 to 1d3 mRNA were high expressed in A549, NCI- H460, NCI- H446, K- MES- land Anip973 cells but not in AGZY and MP
— 184 cells. The expression of Id1 was much higher than others. 1d4 mRNA was expressed in adenocarcinoma cells but not in NCI- H446 and
SK- MES- 1 cells. The proteins of Id1 to Id3 were high expressed in A549, NCI- H460, NCI- H446, SK- MES- 1 and Anip973 cells. The
expression of Id2 in A549, NCI- H446 and Anip973 was higher than that in NCI- H460 and SK- MES— 1. Id4 was high expressed n A549,
NCI- H460 and Anip973 cells but not in NCI- H446 and SK— MES- 1 cells. There were no expressions from Idl to Id4 in AGZY and MP—
184 cells. Conclusion: The four kinds of Id gene took a part in the progression and metastasis of lung cancer as an oncogene. Id1, 1d2 and Id3
were closely related to the malignant degree, proliferation and metastasis of lung cancer. 1d4 may be a mark of lung adenocarcinoma.
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A549, SK- MES- A549, NCI- H460, NCI- H446, Anip973, AGZY
1, NCI- H460, NCI- 10% , 200mM , 1% RPMI 1640
H446 ; Anip973, ,SK- MES- 1 10% DMEM ,MP- 184
AGZY ; [HC- 8, 37C 5% (0O,
MP- 184 2-3
1 cDNA
(bp) (%)
1d1/F: CAAGAATCATGAAAGICGCCAGTG
1d1 700 Id1/R: CAGCTCCAACTGAAGGTCCCTG 62 92— 796
1d2/F: GGGACGAAGGGAAGCTCC
1d2 510 1d2/R: CCGCITATTCAGCCACACAG 60 85- 595
1d3/ F: TCCTACAGCGCGTCAT CGACTAC
1d3 460 1d3/ R: TCACAGI'CCITCGCTCCTGAGC 61 537- 997
1d4/F: GAAAGICAGCAAAGIGGAGATC
1d4 180 1d4/R: CTCTCTCTCTCTTGGAATGAC 59 627- 826
B actin/ F: CTGGGACGAATGGCGAAA
B- actin 520 B - actin/ R: AAGGAAGGCTGGAGGGAGTGC 60 305- 827
2.2 3.1 RNA
2.2.1 RT- PCR Id mRNA RNA 2%
90% 1 , RNA , 28SRNA
s Trizol RNA Isolation R Trizol 18SRNA 2, RNA s
RNA, 1ml 75% 2
s 100ul RNAase - free H20 Sul 2% 3.2 IdnRNA
, RNA RT- PCR B- actin  Idl- Id4
Reverse Transcription System  Oligol , , 2, 2 5 (A549 NCI-
RNA cDNA ; Takara PCR s H460 NCI- H446 SK- MES- 1 Anip973)  Idl1- Id3mRNA
Idl- 1d4 B- actin RT- PCR , Id1 ;. AGZY MP- 184 Id1-
B— acin Id ,1.5% Id3mRNA; NCI- H446 SK- MES- 1 Id4mRNA,
2.2.2 Wesem Blot Id [d4mRNA
70% ~ 80% 7 PBS 3, 2 RT- PCR 4 W
PBS, , 5 000 1d1 12 1d3 1d4
xg 10min A9 ++ + + + + +
NCI- H460 + + + + + +
( ) Iml, NCI- H446 + + + + + —
30min 4°C, 5000rpm s epp endorf s SK- MES- 1 ++ 4+ ++ o+ ++ 4+ —
DUG640 / i Anip973 + + + + + + + + + +
AGZY — — — +
s 10min, 10 000rpm 10min MP— 184 _ _ _ _
100ul .
— + B- actin
PVDF 30V ,4T TBS- T 3 , 5% .t B actin o+
PVDF  2h 20ml Id1~ 1d4 B actin
( 100ul/20ml), 2h, TBS- T 3, Smin, 3.3 Id
1: 1000 , 3 A549,NCI- H460, NCI- H446, SK- MES- 1,
2h,TBS- T 30 > Anip 973 Id1, Id2, 1d3 ,A549, NCI- H446, A-
DAB . 371C , nip 973 1d2 NCI- H460, SK- MES- 1; A549, NCI-
ddH20 , ; H460, Anip 973 1d4 ,NCI- H446, SK- MES- 1
Id4 ,1d1,1d2, 1d3,1d4  AGZY  MP- 184
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NCI-H446. SK-MES—1. Anip973. AGZY. MP-184
1 2 3 4 5 M 1 23 4 5 M 1 23 4 5 M

1 23 45 M 12345 M

B 2 il S AR AE SRS R4 R RT—PCR 45
Bt %1 1—5, 3%k 1d1, 1d2, 1d3, 1d4, B--actin.

M 4 marker, DL2000, [ |1fii K735 A 2000,1000,750,500,250,100bp.
A. B. C. D. E. F. G %Ml ) A549. NCI-H460. NCI-H446,
SK-MES—1. Anip973. AGZY. MP-184.



