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[BWE) By BHREEKBETZHE (epidermal growth factor receptor, EGFR) £ & g %
(methotrexate , MTX) XK [—(+)-MTX fl D-(-)-MTX i 25 A549 Utk ARk, Hix RH RT-
PCR 77 W = Fii e AS49 SR 4N MEBEF0 15 wmol/L. 35 pmol/L.55 pmol/L #) L—-(+)-MTX 1 D-(-)-
MTX A549 TH 25 20 i #%%  EGFR mRNA £ EFH, B R 15 pmol/L.35 pmol/L .55 pmol/L L-(+)-
MTX A549 i 25 40 Jil 4% oF EGFR 2[R # A/ mRNA R0 & &2 50 0 i AS49 SURM Mg (1.55+
0.26) 7% . (1.86+0.13) 4% . (1.20£0.05)#% ., RT-PCR % & B 75 ,A549 SR MM L-(+)-MTX & ¥
AS40 T 25 ¥k ¥ 438 315 bp &, B EGFR EEFik, T 3 KB M D-(-)-MTX i 25 40 B 4k
EGFR #£E A HFiA, £k MIX EFWAE AS49 HAGH T EGFR mRNA 4B, BT 3 AR EFIF
A AREkREEEEMPHEER MTX A I8 EGFR EFE I FH R BALRS, W
EGFR By#ik,
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The mRNA expression and promoter methylation analysis of epidermal growth factor receptor in
methotrexate enantiomer-resistant A549 cell lines
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{Abstract] Objective To study the expression of epidermal growth factor receptor (EGFR) in
methotrexate (MTX) enantiomer—resistant A549 cell lines [L—(+)-MTX and D-(-)-MTX]. Methods The ex-
pression of EGFR on genetic level was determined by RT-PCR in lung cancer A549 sensitive cells, and MTX
enantiomer—resistant A549 cells [L—(+)~MTX and D~(-)-MTX], with the concentration of drug resistance was
15 wmol/L, 35 pmol/L, 55 pmol/L. Results The genetic expression levels of EGFR were (1.55+0.26),
(1.86+0.13) and  (1.20+0.05) folds in L—~(+)-MTX/A549 cells compared with lung cancer A549 sensitive cells.
RT-PCR results showed that there were 315 bp bands in A549 sensitive cell and L-(+)-MTX/A549 cells, but
in D—(-)-MTX/A549 cells barely expressed. Conclusion The expression level of EGFR on genetic level in
drug resistant cells have been changed, and significant difference in two enantiomer —resistant cells are ap-
peared. The expression of EGFR is affected by MTX which alte the methylation status of EGFR.
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W7 259 2 — B SR T I 4F 3k & 31 B 35 85 5% MTX
GBI IE MR AR G T2, BlEERE R, BREW
T2, M — ER A B2 R iRk

MTX N FAEX AR5 F, AR A BFEE LRI D
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(=)-MTX, HEIXT MTX FHE 4 R 5 R ER,
R DR R AT P AR BB MTX X B A IR
TR, D B MTX BA K2 G 5 e 0, AR S0 5
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ARSCHEFE R AR e B A W N (reverse
transcription polymerase chain reaction, RT~PCR) $
ARAG MTX A AR T 25 AS49 40 bk EGFR &
mRNA FRXH 25, #iT MTX %k 5 EGFR
FEHRIK W, 7 MTX % B4 FE i 41 i
S B M S BE 1 22 S HLH , b4 B8 MTX 25
Yy i 8 e B B (L S B0 R AR 4
1 #BR5hH%
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L11 #iffitk AdE/NA M E (non-small cell
lung cancer, NSCLC)A549 41 Jfd £k (FE A 40 g ) gy
E B K F A A F B % . ARSI E AT HI7E A549
20 MR A A1 B 3% 0 SRR B O SR R B vk R s
SN T, BB 15 pmol/L L-(+)~
MTX 25475 18 78 5 SO0 I R 2 19 15 pumol /L
L= (+)-MTX T 25 48 Ak ; kLA 20 pumol/L L-(+)—
MTX 25495 W 15 wmol/L L-(+)-MTX iif 25
2 1R 40 AR RS E 9 20 pmol/L L—(+)-MTX i 25
ZHBERR ; LA 25 pwmol/L L-(+)-MTX 254715 5 5 45
20 pmol/L L-(+)-MTX i 2 4H B8 #k 40 i i 78 2 &Y
25 pmol/L L-(+)-MTX fif 2 £ M bk ; DL 1 25 3 7 L)
30 pmol/L.35 pmol/L. 40 pmol/L.45 pmol/L .50
wmol/L 1 55 wmol/L L-(+)-MTX ¥ 5, B
JE ST AR SO Y A 0 R A SRR AT B RR (S, SRR SR |
15 pmol/L.35 pwmol/1..55 pmol/L B L-(+)-MTX
1 25 48 BBk (L) A1 15 wmol /L. 35 pwmol/L.55 wmol/L
B D-(-)-MTX T 25 2B £k (D)3 7 #k

112 EFHEAMSMEHE L-(+)-MIX.D-(-)-
MTX . RPMI1640 Fl R # (3 [ Sigma 23 5] ) ; i 2F 1l
i (£ [H GIBCO A 7] ) ; TRIzol Reagent (Invitrogen 23
Al ) ;TagDNA 3 & 8§ (4L 3 Promega /A 7 ) ; Alpha %

JBE AR F 58 (32 [ ALPHA RHE AN H))

1.2 HiE

121 4005 RNA $2EC 25 5100 4k e 55 40 M 3 2
Y 10° 4>, A 1 ml TRIzol iR FIR 5] , % BR TRIzol i
7RV U0 B 5 41 42 5. RNA % T 20 pl DEPC 4b B2
KA RSN B R E RNA B4 | B OD,y/
ODyo> 1.7 BHE T —HiXK

122 Wi¥gpRN MR EERRFNBSEFEER,
HURNA 2 pl, IWAGSS: /G 0.5 wl, KRZE ik &
10 wl, B 554 42 °C1h,95 C 5 min, B F H
) cDNA F-20 °C (#7751 .

1.2.3 RT-PCR % EGFR K %Kik

1.23.1 PCR 31¥& M. ¥ EGFR M1 B-actin &
W31, %A Primer 5.0 8F #4731 9323, %131
YIFF 50 F . EGFR 37514 .5— GCAATATCAGC-
CTTAGGT =37, F ¥ 51 4 .5 - CCAGACATGA-
GAAAAGGT-3"; 7“#K/hA 315 bp; B-actin [ i
519 :5-TGCGACAATGGAACTGGAATG-3", Fii5|
¥ :5'~-GGATAGCATGTGGAAGTGCATAC-3", F=#j
K/NA 186 bp; B 51471 Invitrogen 2\ 7l & B, .
1.2.3.2 RT-PCR M &R B EAKRFR 25 ul, ¥
¥ 37 ¥ cDNA 2 wl,5 xbuffer 2.5 wl,10 mmol/I
dNTP 0.5 pl, £ FIF5I ¥4 0.5 pl,25 mmol/I, Mg-
Cl, # ¥ 1.5 pl,Taqg DNA B4/ 0.5 wl(1 U), sk
E 25 pl, B FAT 195 °C 4 min FAEE,95 °C 1 min,
57 °C 305,72 °C 1 min, 3t 36 NEIR, 545 b5 A 5] 1
¥ 1% EGFR N2 B-actin, E 6 ¥, B-actin 5%
W BT, B 10 ul PCR P 7E 1.6% 55 151 it
e ek, A5 MBI RG S R %2 & EGFR
JCH LA,

1.3 Guitesab3® R SPSS 13.0 48 i 8o 5 B4R
PEATAL R, BUE LA xas Fom , Horp 241 22 8] L3R A
DRI 22400, 45 40 18] W9 BL A8 R SNK—g 6
W, L P<0.05 HERERIT$E L,

2 HR

2.1 S.L A D it 25 41 fi 4k *F EGFR % K A9 mRNA
FEKF 7 FEMEE RT-PCR ¥ 7E 1.6%3 j5
PEEERE F Uk, B8RRI BG4, b S,
LA K 1S pmol/L.35 wmol/L.55 wmol/L L 4 Mi ¥ #
# EGFR mRNA £ik, Hb®E M4 B (1852+
88).(9584+122) . (8520+112)F1(3607+45), L 41}E
#A EGFR B mRNA 33k B 20 5 40 B bk 19 (1.55+
0.26) % . (1.8620.13) 1% #1 (1.20+0.05) 1% , Z B ¥ H
it 2 (P < 0.05), T 15 wmol/L .35 wmol/L.
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