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[Abstract] Objective:To study the effects of icotinib hydrochloride and 1a,25-dihydroxyxitamin D; on proliferation and expression
of EGFR of human lung adenocarcinoma cell line A549. Methods: The human lung adenocarcinoma A549 cell was cultured and
treated by icotinib hydrochloride, 1o, 25-dihydroxyxitamin Dy and combination of these two medicines at different concentrations and
time intervals. The CCK-8 assay was applied to analyze the proliferation inhibition rate. The expressions of EGFR total protein and
EGFR mRNA were detected by western blotting and RT-PCR,respectively. Results: Compared with the single drug group,there was
synergistic effect observed in the groups treated with icotinib hydrochloride and la,25-dihydroxyxitamin D; along (P < 0.05).
Compared with the control group and the group treated with icotinib hydrochloride alone,the expressions of EGFR total protein and
EGFR mRNA of the group treated with lac,25-dihydroxyxitamin D; alone or the combination group were elevated dramatically (P <
0.05). Conclusion:There was synergistic effect in the cells treated with combination icotinib hydrochloride with la,25-
dihydroxyxitamin D;. This may attribute to up-regulat of the expressions of EGFR mRNA and EGFR total protein by la,25-
dihydroxyxitamin Dj;,and further to the anti-tumor effect of icotinib hydrochloride.
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1.1 ##

NI gEE AS49 20 L A A S 00 55w FH A &%
TR IR v B2 H WV DL Sk 24 b A B w8 5 1,
25- "R AAEA: R D (Sigma A ], K H) ;BT EGFR
HUAR(CST A H], 25/ ) ; CCK-8 IH (2= RAEWH:
AT ) s BCA 8 2 il & (ROUE -84
TAREARAFD) ; 413G (I LKA E R A R
23 H)) s RPMI-1640 Bi i (P8R /R A=Wy b vl
A BRAE, JEED);RT-PCR 514 Btk TAY)
TR A PR 2 7-E 0, EGFR JE K U519 7571
4:5'-GTGGCTGGTTATGTCCTCATTGCC-3", R |
¥} :5" -ACACTTCTTCAGGCAGGTGCCACC-3' , 7~
YK 637 bp; INZ B-actin H:[H EHEGI1Y) 0 .5 -
GCTACGTCGCCCTGGACTTC-3", FiEsI¥ k.5 -
GTCATAGTCCGCCTAGAAGC-3', P ¥k 490 bp.
12 %

1.2.1 CCK-8 &M 7 4m e 74

OSB82 A I At ., 5 B P40 AR AR, R
ML E R 3 x 10° 4/ml, LLEEAL 100 pl 4250 T
96 fLA, 5597 24 h J5 , AL BRA 435 in A &Mk BE Ry
10.20.40 wmol/L [ EL PRI 7 B JE s AW R 1,
10,100 nmol/L Y 1o, 25- " F2FE4E A= 2 D, s &k
FEA 20 pmol/L 1) Eh R IR 5T B JE + 10 nmol/L
la, 25- " FYEA 2R Dy 43557 3.5.7 d, B %
5L, IR RRAUMARRIARR B, B3 d
I 1K, FRaiMusE SR 2 HUE R RS, BLINA

CCK-8 VA 10 wl, 37°CHFH 4 h, B EFAR LA
£ 450 nm AL FLAYWSCEEAE
1.2.2  Western blot &# 2a i EGFR & & 69 &k

B KA K an i Ll 2 x 10° 4~/FLIER T 6
FUMN, 1537 24 h, ALFRL 5> W0 ALK E 20
wmol/L fYERER R e B JE .10 nmol/L 1Y 1o, 25- %%
FHAE AR Dy M 20 pmol/L BIERFRIZ & JE + 10
nmol/L i) 1o, 25- R4k £ D, B35 5d )5, H
R (RIPA ) 43 5| S B AH ML S5 1, SR H BCA
P R N AR B ARG v, AR R
TN 3 g/L, 100°C/KE MY BB H BAEE N
20 wl, 1T SDS-PAGE 7 & ARG EAFLE 2
PVDF & I, H& 5%MWifs kst TBST = T £
M1 3 h, IA—HT, 4°CIHEE =3, INA 40, PR IR
5E 1 h, ECLEfLZ AN, H Gel-Pro Ana-
lyzer 4 JRAXT RS 5517 A T IR BEAE A3 A)T
1.2.3 RT-PCR %41 EGFR mRNA #) % i%

SEHG M TR 1.2.2, ] TRIzol 43 545 B4 i i
RNA, % 554 1% cDNA JG#E1F PCR M , 2 i %
4 1 95°CTAEE 10 min, 95°C 30 s,55°C 30 s,72°C
30 s, HEAT 30 AMEFR, 72°CHEfH 10 min, HX PCR 7~
YA TR R EE I L UK, HL PSS R T
AR R G AR IR R R ,HH Gel-Pro Analyzer 4 L
X AR AT A TR BEAE 34T LA S i 4T 3 1R,
13 %itsss

K SPSS17.0 Gei A4 T4 A 3N 43 #r
AR A A ST 2555 R R 25 R, 2 AR
FEBER L 2 2243 MT 88 Kruskal-Wallis #3356, 2
AN HE A 8] 9 7 5 EE 55 oR ) LSD-r A6 56 5k Mann-
Whitney M 65, P<0.05 N2ZEFH G155 X,
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2.1 HEBRIBRY la,25-—FL %45 D, 5]
A2 AS549 Zn 3G s ey BOR

SN FR B ERRIR SO JE 1o, 25- R B4k
2 D, K P2 A Ab I A549 410t 3~7 d 5, A549
40 I PR R Y 280 A/ P st ] FR) 185 A1 v ARG (P #4)<
0.05), ﬂjﬁﬁﬂjlﬂm%ﬁ‘@, ] —HsF[R] 40 pmol /L i0]
MR T2 S 20 wmol/L BIAH L, WG (2 2e
A G (P> 0.05), #ERhRIR T E e
XF AS49 41 At i /E FH AT BETE 20 pmol /L Ab 5 3] 1y
51 nmol/L 1o, 25- " FF3E4E AR D, WOLEH Y
B BRZH Tege it 5 L (P AEF> 0.05) , HL[A]—Hf
] 10 nmol/L la,25- " F2 4k 3 D, ALY



E3dEESH
2014 4F 5 A

R A IR TR RS 1o, 25- YA D,
SoF IR A549 ANIINTE K EGFR FikAY520R

-565-

WOEEEME S 1 nmol/L AU L TES T L (P>
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1,2) 2145 [R5 500 B 2 AU L IO G RE(E
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Table 1 OD value of A549 cells treated with icotinib hydrochloride at different concentration and time

EHFRR T R4 (wmol /L)

I ) SRl apiizi:| 10 0 20 F P
3d 0.504 1 £ 0.016 5 0.4425 +0.016 8 0.382 8 + 0.016 1 0.3494 £ 0.044 1* 33.780 0.000
5d 0.793 9 £ 0.015 3 0.556 0 = 0.020 0 0.498 8 £ 0.011 0 0.479 6 £ 0.012 3* 463.598 0.000
7d 1.3951 £0.015 2 0.903 4 + 0.019 3 0.724 3 + 0.014 3 0.704 4 £ 0.017 6* 1 854.028 0.000
F 822.043 773.759 201.313
P 0.000 0.000 0.000

520 pmol/L $hIRIR T B AL LLAL, *P > 0.05,

R2 1a,25-"REHLEE D, X A549 Hfa/E AR EE R EE
Table 2 OD value of A549 cells treated with 1a,25-dihydroxyxitaminD; at different concentration and time
‘ la, 25- #2544 22 Dsy(nmol/L)

I ) SEkcv oyl ; I 100 F P
3d 0.504 1 £0.016 5 0.4844 + 0.026 1* 04732 +0.018 1* 0387 0 £0.013 2 36.899 0.000
5d 0.7939 £ 0.015 3 0.7838 + 0.016 7* 0.768 2 + 0.018 5 0.520 3 + 0.010 7 355.250 0.000
7d 1.3951 £ 0.015 2 1.3713 £ 0.016 4~ 1.348 6 £ 0.019 4*  0.826 7 +0.021 5 1 115.905 0.000
F 2 488.183 2 843.394 1 019.623

P 0.000 0.000 0.000

SRR IRLL LS, P > 0.05; 5 1 nmol/L 1o, 25- " HE4EA 2 D, 4 He#E, P > 0.05,

(710 nmol /I Ta, 25— F2 Akl 2 D, 24 EGFR S8 H R IE K5 B X B2 AR iR 35 ve By

W 20 wmol/L bR TE R e 41

1007 W20 pmol/L #1258 2 +10 nmol /L. 1,
50 25-ZRILEAE Dy Ul
S 60
£ 40
S
20
0 T T
3d 5d 7d
Bl 1 CCK-8 A 24 Sz 5 F 25 % AS49 4 Jifd 484 5 i #
e
Figure 1  The inhibitory effect of single drug and the combina-

tion on the proliferation of A549 cells detected by
CCK-8 method

22 BB AEHRRA la,25-—F L %A F D AT
A549 Zu e, EGFR % & A 49 %R

H 20 pmol/L £ R %R 7 B Jé (10 nmol/L la,
25- " FHAYEER Dy [ 20 wmol/L IR B 2 +
10 nmol/L 1a,25- "3 FE4EH: R D, AL A549 iy
5 ) T, 25— R HEAE A 3 D, BAZ5 4L A T2 R 4

Je B AR LA W T (P 1< 0.05, 81 2)
23 HEBREHKRA la,25-—F L% A £ D AT
A549 298 EGFR mRNA & A 89 %k

A549 401 25 20 pmol/L h R IR v & JE (10
nmol/L 1o, 25- " FHEHAEE R Dy 2 20 wmol/L LR
B2 + 10 nmol/L 1o, 25- 334k E 2 D, &b
PG, 1o, 25- 32 5L4E 4 R D, B2y 4] MG 251K
20 EGFR mRNA Rk K- B P 0T R ZH A6 12 25
S e BN W T (P 19<0.05, 81 3)
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Figure 2 Expressions of EGFR total protein detected by western blotting
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3 RT-PCR K EGFR mRNA ik fl
Figure 3 Expressions of EGFR mRNA detected by RT-PCR

X} P27 E A BT 1A G S, W 1,
25- TR KMk K D, X EGFR BUTETES T E T 1o,
25- TR EMEE R Dy 5 EGFR IR REAERZ Mg
gD I, ANFEFLARSE BT474 4, 1o, 25—
TFRHEAEAFR D; A KOl EGFR mRNA T
200%~500%"""; TEE R I MMR106-01 Hr,
lo, 25-Z 44 R D, il i 5 EGFR mRNA 1y
FUE MR E EGFR BYZKF7, SRT Lo, 25- 0k
AR Dy IEASZRAE A MR 34 RE 1 EGFR (1)
FIREY 2 E AT 1o, 25- 354 B R Dy X
EGFR (50 K LA FHMLE]E A 4l rs Sk . AT
gEil i B L AR A KR 50T 1o, 25- 5%
KAk R D,y W A549 400 EGFR A A5
W, 45 Lo, 25- "2 HE4E 4 2 D, GeI R LR M
IR 9E A549 41l EGFR 2 1 & EGFR mRNA [y
ik, AT RE PR A R T 3R R 5 e B JE R AP MR
FH , YEFR AN 00 45 5 R 2R B 25 36 B LA DRl
WEAEH ., &7T la,25- "8R40 & D, i

EGFR KA ML, AW R 1o, 25- Z 354 E
2 D, U R F 2t 44 R D Z 14K (VDR)
e sZBIM A BT Ban VDR ARG T EGFR
FERJA T X3 {HAE AS49 4 b i T 2t —2
FIBFGE . Arcidiacono S8 IIIEBH7E 4k &1 FPR 55 i
DIRETCHE B & A A i EGFR TG fL 2520 1o,
25-RIEAEA R D, IR R IR e Ml
EGFR {6 AT FHIE VDR 99800, T 1o, 25- 55k
A= D, IEZiE T VDR BB EERT,
XA RE R RIR SR e 5 1o, 25- S/ E R
D; BA PRSI A E I o0 AL 2 — (EAS 3 —
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