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[(FEE] B WEHA H R AR P BRI REME R W1 (55 BEA03H0E , DARBHNZ (G 5
J& . AN H I AR R AVE R DL, S = B R ST B BB R DDA R R s () R s . TS
FIWFHRAKSE, AR B4 TR BRI R f Ay T R (LB JERE. J7ik A S AL U 22 A0 5 AR A 1 F e
PRk Wni-1 BEARRE. DURFGTRIIA Wo-1 Hodc, M6 Wni-1 B A FREZ A2 S, 518 W T
TR R kAE , IR Z (5 Sl e S, R MTT SEAG I A At A AR KA. 855 (1D Wni=1 A
PR Yt B A T AN AnAn s, SR AR — AR S0, ZERE AL P A BH MR IR RN 75.40%, SHTIELA
M ZESFAGH¥E L (P<0.001); (2) Wni—1 HAWKE H 0.01 mg/mL FHAER B Z W A8 AAE K (P<
0.01) 5 0.005 mg/mL I AERF I HIMMIETEFIER (P<0.05) . T TR BT A B 41 00 AS B0 i) 4t b 7 A
K. 1650 HEELE R B RANHR 50% (TG ARE 7 0.003 mg/mL. &5 (1) /N4 Mbk b e e ShRE MY
Wnt-1 {5538 (2) Wni-1 PUARER B2 MHA IE I A K, BSHARERERIER;  (3) Miflx
50% FIEHEHLIR AR 0.003 mg/mL.
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[ Abstract] Objective  To preliminarily discuss whether there exist activation of functional Wnt—1 signal
pathway in Gejiu lung cancer cell lines, and observe the proliferation and growth condition of Gejiu lung cancer cell
lines after blocking this signal pathway, so as to provide the new entry point for the Yunnan lung cancer research,
and provide a new basis for clinical lung cancer prevention, diagnosis and target therapy. Methods
Immunohistochemical method was used to detect the expression of Wnt—1 protein in Gejiu lung cancer cell lines. And
after application of Wnt—1 antibody to block the signaling pathway conduction, MTT method was used to detect the
proliferation and growth condition of lung cancer cell lines. Results (1) Wnt-1 protein—positive staining was
mainly localized in the cytoplasm and cell membrane, and showed as brown particles of varying thickness. Positive
expression in the lung cancer group was 75.40% , compared with the control group with significant difference (P <
0.001) . (2) The results showed that 0.01mg/mL of Wnt—1 antibody could significantly inhibit cell proliferation and
growth (P<0.01) ; 0.005 mg/mL could significantly inhibit cell proliferation and growth (P <0.05) . And more
diluted antibody could not inhibit cell proliferation and growth. (3) The IC50 of Wnt—1 antibody was 0.003mg/mL.
Conclusions (1) There exists activation of functional Wnt—1 signal pathway in Gejiu lung cancer cell lines. (2)

Wnt-1 antibody can significantly inhibit the proliferation and growth of Ge jiu lung cancer cell, and is proportional to
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concentration of antibody.

(3) The ICs of Wni—1 antibody was 0.003mg/mL..
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1.1.2 FEKF Wnt-1 FoAE B E Santa Cruz,
1640 K535k . BRA- I3 © 0.25% PIS. 72 &A% |
XUTC RN BT W ' 5E (] GIBCO 2], Ho P i A
IRARZE W E [ Solarbio /A7, SP HuE ikt &
(MVS-0066) #1 DAB & 5] (DAB -2031/2032)
P AR T

113 FEMNF HEEME (CKX41SF-5) 1
B HAREME, CO, #5354 (HERA cell 150i) 11
® 32 [E Thermo fisher 2% &, I% I &5 3 2 .0 HL
(5415R) 4 & 18 [E Eppendorf 23 7], 2¢ % B8

(DM2500) 14 E fE[E Leica 23 .

1.2 Fik

121 YAREIEFESAIE = A H 40 &R
(GLC-82) HFJZMEEA K, HFRILNE 10% 54
M35 1 RPMI-1640 524 k5 3:3k, Hbh & H &S E M
W E 0.1 g/L, T 37 °C. 5%CO, FEfhh i3,
ARG TR I IEE NI, PBS Uik, &1t 2
By, Horhfae gk 1 64y, IAPUARSS MTT & 1
3.

1.2.2 REAMEKE FCHHTER DAB FR (B
1 DAB-2031/2032) F 1.5 mL EP & H il A 1 mL
BRI A, PR BL C AR i AR 45 50
pl, BEHA, BIAL 1 mL &9 DAB 0. 4
A (1) 2 B2 iR Ab 3t 1) 55 36 5 5%
FEPRYE 1~ 330, A 6 FLARN, ICR SRR
GR%; (2 BEHAHM, HHET
RPMI1640 53256114, LI E 4 x 10%mL #F
6 fLARH;  (3) FraHAIC A= 2% FoA 4 W if
BB F, H 0.01 mol/L PBS WEHEYE 2 Ik, 4%%
5% 25 0, 81 52 30 min, 0.01 mol/L PBS ¥k iz vk
PIYR. SP¥EYefn, (% KIT-9709/9719) : (1) 4fl
Ji N R SR AL BERELIT . A R0 50wl i A AL
FELIBTIR Gl A) , EWR T E 10 min, FHETA
TENE I E ALY B A 35 . PBS 3Rk 3 Ik, HHIK 3
min; (2) B BRI PBS W, £EiK AN 50 wLiE
WA S PINE G5 B), ZEIE FHEE 10 min;
(3) BRZImyE, kA 50 pL—dt (200 f5 7
B, ZEIRTHE 60minsk 4 Cxoltk; 4 WwH
MUKFEH GRS, SR CE 20 min (DU R
M) , PBS #hyE 10 min x3 ¥ (5) FRE
PBS ¥, F9KA N 50 pLAEWRFRicH B GFH
C), I TFIEE 10 min. PBS #¥k 5 min x 3 X ;
(6) BRZ PBS K, H5KA N 50 pLEtRs bt AEYI =
- AR YEER GRA D, ERTHERE 10
min. PBS WPt S min x3 K  (7) BEZ PBS K,
Bk AN 100 WL EERCHIAY DAB W, WA T
ME RGO  (8) VIR AZEIRKPL L
WA, HEAKFAKMPE 10 ming  (9) HFARARKE
B (100 0.5%FRIERS 404k 30s;  (11) #f
BEORERIK;  (12) —HZEEM;  (13) e
S

1.2.3 MTT A MARIEEFEK  FRIL 250 mg
MTT, 7 50 mL 0.01 mol/L PBS (pH7.4) iz f#,



2 FRER, S5 BT Wi 1 {5 S B 23 i 40 R R SR 25

JEA 0.22 pm ASFLIEASBRIA, FRIAAUEAE, 4 CfR
fE, ARAA2 . () WEXEIAE, JH&0
MBS R B, AL 100 WL, B (5 437 0 40 i
P 2 1000 ~ 10 000 L, 5%CO,, 37 CHEH ,
YA Z A AL (96 LM , fIn AR EERS
FERIBTA, IMABUAR R, AR Wnt-1 P56
., /B 1:20, 1:40, 1:200, 1:400, 1:800, 1:1
600, 1:2 000, 1:4 000 F B, WIHL AU BE 5 5 A
0.01 mg/mL. 0.005 mg/mL. 0.001 mg/mL. 0.000 5
mg/mL. 0.000 25 mg/mL. 0.000 125 mg/mL. 0.000 1
mg/mL. 0.000 05 mg/mL, % L& LR 100 pL,
W ANZALNRE, BALRZAAT 100 pL, &% 4
ANEFL. BALIA 20 pL MTT W (5 mg/mL, B
0.5%MTT) , 4k2EEi3% 4 h. SCBOIRFE IR,
/NGFH PBS i 2 ~ 33 S5, BRI B MTT (85 3%
W Zab¥EgR, A0 EFLNSERIR.  BALINA
150 L —H LA, B3R FARETRY 10 min,
gl S Fe o v . AERBIK S A AL OD490 nm
S A AL GAR [ 3 R AL

1.2.4 Wnt-1 EAMFHIERE Wn-1 1IEH £E
FEN T UM, S Rib e M TAMT. A M
2 it 5% [ e ekt F S AL B Wne-1
SEHFIRAI AN E N IR ANAE. Bk Ak E 5 A
PR B S AL I 1000 /8 41 i Fh BH A 41
MR PR AN FRIA % . sk R JC R
FEIREN PSR B < 15/100 BF)E R BAYE, BHE
FEIRBERE > 15/100 B2 R P

1.2.5 ICo HIITEARK.

Ho Xm:lg fx K FE Llg (BRI 7 Al 774
P:BH P S0 2 2 1 Pmetie K FHAPE S 2R Pzt /N BH
P N RPN % =1- 2541 oD i / X} REZH OD 18
s 2R A B Rt /N BHYE S5 7 2% it 2 e R e /N0l
.
1.3 FitZFAaE

K SPSS #fF, ST FEA T AR50 oA b1 148
TR, P<0.05 MZERA G FEX.

2 &R

ARSI R A —PUE R IPEXT IR, Wnt-1 2
P PHPA e e T2 (3 A 2R A s, k40
— A B ORI R A P R B R R R
75.40%, SXMANKEFAHSRITFE L (P<
0.01), L& 1. FAMEXTHE: GLC-82 4iffd, L PBS

WA —PUEIEXT IR, 25 AT, 45 R BoR
Wnt—1 HLAEWK 4 0.01 mg/mL Hsh B B S 25 4100 7 4
M FE A A K (P<0.01) 3 0.005 mg/mL i HE 2
il gn g A AE K (P<0.05) . it FREST
1KY FE 41 0.001 mg/mL, 0.000 5 mg/mL. 0.000 25
mg/mL. 0.000 125 mg/mL. 0.000 1 mg/mL. 0.000 05
mg/mL WA BESDHI A ML 3G 8 Fn A=<, WK 1 ~ 4.
A 528 . Pm =0.747 Pn =0.006P =0.747 +
0.667 +0.119 + 0.136 + 0.170 + 0.148 + 0.006 + 0.190
=2.182. 1gl =1g0.01/0.005 = 0.3 H i A= -

lelCsy = —2-0.3 2:182= BT2747_Q00® _

1Cs5=0.00327 = 0.003 Fr LAFNTHI R 50% B B do A
AU E 0.003 (mg/mL) .
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Wni—1 {558 B — 2 2L L RSP A B
LIS AL S i, HARAMAY L B AN T
SRR, DARTEANME S . IR R S B
AR R T B RE EA IR PR
Wnt 3 B GRS 5 1 Wnt—1 25 112 —Fh 2 S 2
F, i A A (80 S50 IR EIE, 7ri

£1 WRAMMERWnt-1 EARERIE [ (%)]
Tab. 1 Comparison of the protein expression of
Wnt-1 between two groups [n (%) ]
ATl n FHM: 5l
Xt HEZH 500 0(0.0) 500(100.00)
it 20 500 377(75.40) 123(24.60)"
XA, "P<0.01.

0.8+

06

P B P S P
a7 QoS d
F&&&

B (mg/mL)

E1 FBHEXREASE Wnt-1 Bk MTT OD &Lk
Fig. 1 The OD value comparison between the negative
control group and the each Wnt-1 antibody

group
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2 Wnt-1 EREREMBARRRIFIE (Gpdifh SPik, & x40, 47El x400)
Fig. 2 Wnt-1 protein expression in negative control tissue (immunohistochemistry SP method, left 40 right x
400)
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3 Wnt-1 EEENREAR/RHPRIE (G4 SPik, A, Bx200, C. Dx400)
Fig. 3 Wnt-1 protein expression in control tissue (immunohistochemistry SP method, left x 200, right x 400)

A B C

4 HEBERRKNFUE A Ko, B I Wnt-1 ik 0.005 (mg/mL) , C AN Wnt-1 $ifk 0.01 (mg/mL)
Fig. 4 Glc-82 cells cultured with addition of nothing( A ) Wnt-1 antibody 0.005 (mg/mL) (B) and 0.01(mg/mL)
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FRER, S5 BT Wi 1 {5 S B 23 i 40 R R SR 27

J5 5 AR T BT S R 2 R T (F2)
MEEM, @ TG ER (D .
GSK-3B . B -catenin, APC ZEB§H2 1L F12 BiR b
PR E B Wit f5 51536, #1520 B+
B —catenin FATFE AL TALN, BOE T IFHE LAY
sk, REAEDFIERS B —catenin H MIIK 7] i
LI AR AR 5 0 S IS A T T RE Y
FRa&l. SRMAENGREH, B —catenin 3 [F (1) 58745 %
RA%, HUWLAZ B —catenin £ [/ 55 Rk, 25
it s 240 B LS TR AR R B Wne-1 2511, JFIA R
MM AEAE SN REME Y Wint—1 15538 B I 3505 .

E NS B ETA C Wat (558200570 F 2L+
T Wnt R E 5055 KM, 41 B -catenin,
APC, GSK-3B, CTNNBI1 X axin JEH 284555, i
XFT Wat {5 5@ 20 BEFES (Wnt 8159 S Hm
TEE) RS ehAR 5 IR e A 1 G R B AR X
b QR R R Wni—1 B 58 S I A2 AR 45
G, UUBR Wt S5 5L R RARE IR SRR PR
A TR AR, R PRS2 i
RUIA G, REEA Z I Wnt—1 & 1 FHMH: G (2 3
BUEN FA R AL (B 3), A —1
FRE IR, FEMER AL ) BHPE SRR R 75.40%,
Exiigdg (B2 MheAEASRIEE L (P<
0.001) . B/ [H i 4 L o s A2 4E Wne=1 28
F R, fAEDREMER Wnt-1 {5 5. E1%
B NPT Wnt-1 2Tk (G-19,
sc—6280) X 60 {71l 47 85 £ B Y s & NSCLC 12
TR A g, IS 15 BIR MR AS L, 45
R Wnt—1 ZERfE P A PSRN 55.6%, TEif AR
A, BEEERACR 13.3%.

TEA H I 9 20 B bk mh 43 0 m ACAS [R) v B Y
Wnt-1 HLi&, 4558 B8 Wnt-1 $T K ¥ A 0.01
mg/mL B fE B S 25 400 ) 40 B3 A R A K (P<
0.01) ; PUAHEE A 0.005 mg/mL B} E i 2 11 41 it
WEEAAER (P<0.05) . Tk TR RO N
ASBEA I A0 P3G 58 A AR, I HLAIE 2 50 9% i s
BEHUAYE BE A 0.003 me/mL. X HiFH] T 7E 8 1K F
b, Wni-1 HUR S Wni-1 3 F 8980 R A R,
X Wt {55 3 g H Wnt-1 8 X —3E % =20 A
SR F A TR PO SO, AT Wnt-1 25
SRz RZE G, 51 Wnt-1 38 BT W78 A2
A5, NTTE E K- B BT 1 3% — {5 Sl #E i 1%
S, PG T A TH R A0 5 A AR K. Biao
He!""45 F1] F A ST B LI AN RNA T30 J7 2B Wnt
G55 T k. KIUIE Wnt—1 15 22 2596 40 i A
FHEATEREDTARBHIET Wnt-1 {55 5% S0 B 75 AR /N

JROftiseE . FLIRSE IR R R A AR AN AP T, 5
i Wnt-1 T EE I RIRAS L. RNA 305050
REHRI SR, AR IR Wnit-1 B0
oAkl siRNA FH BT Wnt—1 {5 5 77 S SCF 6 1
B —catenin FEIRKE TR, AU IE T B B im0
T % % N RT-PCR £ A X} 48 ) fifi i g2
Wnt-1 3 [ B W R, £ikEH 39.6%1 5
Wit—1 75l B9 928 2 AT, Wnt-1 JEH IR 5
BT R ARG, AAEETTE] >3 a 2] Wnt-1mR-
NA REE (290%) H B FAFRH <3 a
(58.8%) . KRZLE BN Wnt-1 1 F ik 53E/h 0
Muftgesst A . RS 256 56, Wnt-1 28 33k
it g 58 3 A A ) 2 B ARG T R 3Rk 0 M i R
151 AR SIS GIE S 1 TH i 9es 200 i ik o A7 e D g
B Wnt—1 {558 5%, Wni—1 HA& BB 22530 4
IHA s p s s A K, HASPTRM B sE e,
il % 50 % W EHE BT A BE 0.003 mg/mL. KL,
Wit—1 {55 A VE AN T I VA Y7 AT A L e,

Jiged v S Wnt 55 5 R AEE B EiE
WFRAER B, BEFZREMANERE, EARY
211 < I N i o 17 N i e =1 BN N i B s e
Wnt/ B —catenin {5515 IR 48 1) 5 224 LA K il 982 (1)
KERBRERZEHZSH, Z214HSY, Z5BE
B 2R BAE B R B O T, il AR
SO AR R E0 DU R AL OB 7
K, X I 4 43S R A3 A RN ) vy T AR A 5L
filh, SRl RO Bt A LI W L U R A
.
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