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W BE@e R, BEBMBTUREEHSF LWL, KA CCK-8 HxrE mped K E, AX@E
AR 40 f6 ) A= Bel-2. Bax #9 R A T, #REF, H 120 KERAmMEHSRK, F 30K
BaRKHsZATR, AINEZREALK, ostBaAmEl SHAZRRH,; FRIARKY KBH
LNCaP @it RALI R E A 5.0x10° mol/L # £ M E TR F e mie £ K F LR E LAY A
R Jg Ao e B RS 523048 LNCaP 406,64 4a 10 8 #1349 B %50k, doxf B4 LNCaP 4afeed £ K
X RS 2 Y E A H e T L B b 23485 60 X LNCaP 4t Bel-2 $H X AZREWNEF
FatB4E, o Bax FHRABE S BUAA AR E £7F. 4 REY) LNCaP WL R 2R3
FHR TR AR AR AT 5 AR e, XA LR R TR T A st £,

XA

IE+2EXR, BEAMIEETNSCE. FHa
RISE K R =7 SRR WK SEROIR &, BT 5 (PCa)
ERERRREERLSE EFBEEHU2, B 1941 F
Huggins 2545 56 R 1 PCa 40 it 2 B R KA K L
K, BEBERFIT LD BCHIRIT PCa M BEN S M
JiE. BT, BFIEEIMELIBEIE PCa BUHEE, KEB
o B & B E KB PCa (androgen dependent
prostate cancer, ADPC)¥75 4 i F KM PCa
(androgen independent prostate cancer, AIPC), X {75
BITHERT .. BT RFIREREYFEITAREE
&, BS TR H — DN REME LKA AIPCH)
RAENES, Hih—EH & PCa SR M AR E.
SRV TERT I AIPC 528 W1 1 B BT T 1 P 1) A AR o 3R
KRB LR ¥H2 1) AIPC HANRAE, MiEEAL
%5 ADPC 41 e J¥ R AIPC 4l ML FT 4 4 J FIBL IR 51
RAGEM LR . ARG I E AR R 1 2
HEBE TR P K IS A SR B R AR B AT 5 AR
& LNCaP 400, %5 3% BB R IR 5T 51 iR
M, [ ERIT TR I I AR P 40 BAE G M B I A AL
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1.1 #%

LNCaP48 (7 B} 2 B -4 Mo ); At
%K Schering-Plough 4 &); BT AL TR ARG 4 % (3%

HES R IR, B, 505U, AT

[E SAFC A &]); TEYZL i) DMEM/F12 4 5% 557 (3=
Gibco 22 7)); NHIEFRIR. AMEFFIR(3EE Com-
ing 24 7); CCK-8 IRFI&( B & FU- 2B 5T, 8
R4 A R AT & (LA R EREAFRAF);
P ARE B SBER. FITC % J64RC Bel-2 Pk E
CALTAGA A)); PEF 64710 Bax Hi 14 (3 [H Santa Cruz
/A 7]); FACSCalibur Ji =X 41 f{X (3 E BD A 7).

1.2 A%

121 Ftblogigegied] 025 g BAE s 2E@
T 9 ml oK ZEES, FEE/RMRAEN 0.1 mol/L, 4 CHR
&R . W5 F A0 B SR B B A5 B % R AR WK
122 @migsthsaam Kb T 3o A K A
E I LNCaP 4122 0.05% EBE LG, WRIT 8
MR, BHT 10% (RS LB EBTF
¥ DMEM/F12 (1 : DIEFEW, RIETE 5% CO,.
37 CHEFRFP R, BABRBEGHERE—K. HBF
5RE, MEEFREFIMALIKRER 1.0x107 mol/L
B RE AR LERE I 25 R, B H BRI E S 5.0x
10-¢ mol/L, }&5¢ 35 4R, LAt LNCaP 41 ffd 4 SE %6
4. R, AR LNCaP 4 i K B sr e i@
FR4MLVE B F12 335, 3F LAtk LNCaP 48 a4 %t
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123 @mieHSRE  WELKH LNCaP 47T
BA IR FE A RS, RN SR04 5860
X, LNCaP 41 f E Frig i e E MR, WA
MEERERERE. ST LNCaP 4 fE SR 7E R
MBI FE A 5.0 1076 mol/L B = HEBE R R+, W
BELAKBEMN.

124 ek KB pHRE KA CCK-8 ki
TR . BUN B KA SR 4 LNCaP 400, FE
HABMHILE, MAZEBE DMEM/FI2 (1 : 1)
FEVR L LT AL HFIRFT B 40 LBV, 40 vt Hidk Lot
5, ARAREE KR 3.3x10° 4> /ml. 3% 3.0x10° 4~/ 5L
BT 96 FLIBFEIR D, 43 A X RALFISER AL, /L 90
ul, FR G EEAE K S, SERFLH N 10 pl FAth AR
P& 5.01075 mol/L F355RIK, X BEFLA A 10 pl 3%
R, FFAES RN T AL, BH® 4 ADTPATHL, 35
BPATAR, 76 96 FLAR AR A FH B FL A A 100 pl &
BAEREEAK, UABFIEEFIAK SR, 37 C. 5%
CO, BFFEHNEMEEFE. HFE 720 5, BILMA 10
ul CCK8 ik, 37 'CI&E 3 h, LAMIIE 1K 450 nm.
S K 570 nm WEBOLEE Q). PLEFAEY
W, AR, SR KR . B
FAE KR =(A gz ~A waq) (A smn, —A 2a7)%100%
1.2.5 AKX @A R e 3 B4 K8
FI 556 2 58 60 X LNCaP 4 i Fixf FE 4 LNCaP 40/,
A 3.0x105 4> / FLEEFR T 2 HEB SIS RN 5 U 5
B, FNEMERBESR—NESI, SILEFR
HE2 ml, 33 HFITR. 37 C. 5% CO, M
FRESE 24 h, ARRNGEE S, FRES AL, HAE0 131
pl EARRIRE H 1.0x10* mol/L FIRE IRV, 4keki s
24, 48. 72 hj5, SATAM AR, BiADRIZ
Cycle Test” DNA Reagent Kit &7 & ¥ 8 4k
WG M SGEATAR A, N Cellquest 3.2 T8R4k
EY 41 ffg 20 000 />, ModFit 3.0 B4 R .

12,6 AXMEALRMIEB-2 5 Bax Rk 5
SIS SE R A AT 40 LNCaP 4/ 1.0x 1084, #%
FIX/PERM &7 & i B T4k 3, 40 43 A 100 pl
Reagent A (fixation medium)E R #NIRE 15 min, &
5% FBS [ PBS #£#% 11K, 300 g B5.0» 5 min, H _L¥F&
W - BFZH I 100 pl Reagent medium (permeabilization
medium), JE5IEHH 50 Wl AHBE R B —AE D,
43 BFRC AR A0 B A R BV LA B MR RS, 34
FAABL Bel-2-FITC FBA 4 [F] B B 58 e pnid biik
(mouse IgG1 FITC), &%), EiRENIRF 20 min, &

5% FBS ff] PBS ¥t#% 1 X, 300 g .0 5 min, # L7
B, 1% %2 X F I ER /G4 AT, Cellquest3.
2 AT SREL RO T 45 R . Bax Rl 7 V&M B

127 %itFaE K F SPSS13.0 4 it 4,
LR R UG+ )RR, BERESHAHBEEARL
BRI RA r 2.

2 H#R
2.1 LNCaP S8 E
2.1.1 ZRLINCaP@fe 64/ BESRWIH,
IO 4H LNCaP 40 fI7E R R R P 2 m g m
WG, HAEKZRHS, FERIY: AREE KK
DE, WHBENME, KHaHRIFHERE T, (3
HEEK, ARESEK. ST FMERMEBERE
R ORE, AREKRRERT, B4RESE
RAEHEKE, KESHAEZN, BRPR, 2 0E
EERE(E 1A), FNHAREEKAR. TERA
LNCaP #i IS 2 =M KRE, N AR,
SIS, KA R b 4 RS TE B B U (E
1B).
212 MggEst FRLALNCaPIAOH S0 %h K
040 LNCaP 40 S E T E5 5 7F & R B ISRl
F,3IRGERAEAREEREHE KT, FTERN
HABREKRE., 2UE, £ LEAHKMMTIAK,
5K LNCaP 4t e AHLUE 10), AA LK E
HEH 3 K
2,13  RAbmAE i E K32 4L LNCaP @2
LAk o B E KR LNCaP 40 f B R 3%
7E BB FE 195.0x 1076 mol/LK) T HER R 1L 5=,
WMELBELEFRIAET 10 REEA, SIRA KR4, 2
SR IE TR, AMMMGEERE, ME4E /), Ko
MM 2R, EKEE, HREE 20 Rt L 255
(H 1D), AALRELSEL 3 K,
2.2 ARMREECIHE LNCaP ABLERE K 5.0x
10 moVL Jit AR MR RIEF AP RYE KLk
CCK-8 VA ML 45 R B, SEIASE 1.
2. 10 f§ LNCaP 4 ffi7E 5.0x10-5 mol/L A& K13
WM EREFEBRIER T2 h 5, HAREKESHH
77.3%+3.2%+ 70.3%=5.6% 1 62.3%+3.5%, FHE
A 0 25 A 2 o LNCaP 40 o i A K 2 3IVEH, ]
GEREFEEE 30, 50, 60 AT, RILHAMEAEK R
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MOFE R 2. DR, LNCaP 40 fifE s 55 523048 T o]
SRR R IR BRI 5 A 4 B, % A R T
AR LTS SR AR R R FRERNE
HE AL 2567 i Bt ADPC #7854 AIPC HidfE.

AW LKA LNCaP 41 75201 4R, K
Hor AT T, RS ARRERFAEK, 12
7~ LNCaP 41 B 7] B8 i 3 Ff 4 KR 7S I 2028 DAL
M. H3EFF 60 )5, LRAH LNCaP 41 fifE
BRAEBE, A EFEFESERENE R
FRWPEFRF, RIEH LA S LNCaP 41
FEAEL, R EH LNCaP 41 A& vl e SR T EE Y]
KRR, [FIB UL 2 R xT EE R NE. B
24 LI 5 60 X LNCaP 41 fi & A5 5 L R Atk
JEAE O =AM 5208 7 CCKS 5= 40 i 388 7 4101 1) S 6y
g BIREE 1 2 108254 LNCaP 41 fR7E A AR
&5 5.0x10° mol/L {1 ZHEB BRI H A KR 2R
T PR, R B R 5 B R IR LNCaP4l
MEMGIER. HEEFZE 60 K, HAKRER
100%, & BB ] 3% 78 LNCaP 40 g 7] 76 ot At i
MEBBREARRAWZ. R, 4004 R
BN B RN 2 e B R R B 3 R B Fr 4 R A G, T
RAZFAMRF RS E IR EWE R, BRERE
YERRTBE K, R B R4 H) LNCaP 41 f X &t i Fn
MBS

Bel-2 —MHiA T ER, HHRET 4 s
VRO TR B, TR I S K 40 B S A A 4E B T, A
FERBNAG U ER, MinEFERERERLE. Bax
& Bcl-2 #5512, Bel-2 &5 Bax (A HL B S R v e 40
MRBEZRATAES. Shi FUIBFRLEREE Bel-2
TEREWRITHIRIFI R AP RRIE, BEERER
FVAIT G Bel-2 RiIX B WA B30, H#BR ekt
APIE T RERE. HEFRSUIEERIN SR
FFEW 3 N A JE Bel-2 RI&SNE B B3, & Har
A Bel-2 REEEXRREREBREEM. LK
WA &5 R B 7R L3 41 LNCaP 40 fiff1 Bel-2 ik B
SETX A, M Bax ERARTLHEZER, RFL

1920 LNCaP 4 fuhi I T Re J1 15 5%, 1R78 Bel-2 Al 665
5T HEBER 5 R R A A ER .

g bR, BANERINE SR T BRI
PERT S R 40 B, 40 B R R AR B, R P T
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Establishment of an Androgen-independent Prostate Cancer Cell Line
Induced by the Combined of Flutamide and
Androgen-free Environment

Gang Xu, Yi-Jie Mao, Bin-Hua Chen, Jing-Jing He, Zhi-Hua Tao*, Xiao-Mei Lin, Zhan-Guo Chen, Mo Shen
(Center for Clinical Laboratory Diagnosis, the First Affiliated Hospital of Wenzhou Medical College, Wenzhou 325000, China)

Abstract We established an androgen-independent prostate cancer cell line induced by the combination of
flutamide and androgen-free environment after long-term culture in vivo. Cell morphological changes were traced
with inverted microscope. Cell proliferation rate was measured by CCK-8 assa. Flow cytometry was used to
determine the changes of cell cycle, and expression of Bcl-2 and Bax. Cell morphology of experimental group from
1 to 20 passages was leptosomic, however, it was changed into flatting and aggregation growth pattern after 30
passages, cell morphology of control group was always shuttle-like shape. Cell growth rate of experimental group
LNCaP cell was shown a gradual uptrend in the whole process when cultured in androgen-free medium with the
terminal concentration of flutamide of 5.0x10~ mol/L. Flutamide and androgen-free environment was revealed to
have no significant effect on the cell cycle of experimental group LNCaP cell, but the control group was found to be
inhibited. Mean fluorescence intensity (MFI) of Bcl-2 in experimental group was significantly higher than control
group. However, there was no significant difference in the MFI of Bax between two groups. LNCaP cell could be
changed into androgen-independent prostate cancer cell after long-term induced by the combination of flutamide
and androgen-free environment, and this would be a suitable cell line for the pathogenesis studies.
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