# # & #§ Anhui Medical and Pharmaceutical Journal 2019 Aug,23(8) - 1501 -

doi;10.3969/]. issn. 1009-6469.2019. 08. 005 OHERR O

S DN 2 LBk i JU I 1 Tl B i
5 SN g A IR ORI 1R 1

AR, A
MEtls. T RE S P ERS—A, S & S 510095
BASEH A, T, TSR Tk S0 , BF5E 7 ) v 7 BE 4% 40T L FRAMVEHERS , E-mail : 1050523111 @ qq. com
EAT A T ARARHE I H (20130313¢)

FEE:HH RN K (Propyphenazone ) XF A B 4 Caki-1 38 7890 R T A9 2 i Je 2oy AL . Ask
MTT (Y FF A R ) 3o T o B T T o S 06 0 S5 TR 22 % LU AR AN ] ] e 8 R X Caki-1 41 B 384 5 RE 1 B 5% 1 5 An-
nexin V-FITC/PT X J% (46 M XT Caki-1 2 M 4 7= (1) 52 ; Hoechst 33342 Yy (& 0k Caki-1 210 i e €2 5 [ 4R 2 5 B 11 T BP0 %
(Western Blot) %l Caki-1 211 22 2R/ /) 2 FR £ 1 R AKT (2 G B) BERR 1LY 22 =R/ 95 2 R 4R VG p-AKT LA K
DNA &5 Jilf PARP 75 [ 335784k ; MOt B A W AAE A 1LC3 B a4 P i SR B, R MTT sS2ih s B R R %
B LU AT S0 B ML Caki-1 FYBEFE (P <0.05) , [AlH, 5N 28 LU AR A3 S A0 31 24 h (48 .72 h J5 , X B 74 2 400 il e Jo
(1G5 ) 43514 105 uM 83 M 56 pM; [FIB, 5w ETE pLam il SE 40 2R B 20 wM 140 puM 15PN 28 LUARAL B Caki-1 ZHMLS , 5e k%
TE L3531 h 38% (P <0.05) F120% (P <0.01) ; U5 SRR, Sl 0 M 40 pM 80 wM F1 100 pM (¥ 5N LR ik
$ Caki-1 4HM )5 , AN T2 5350 7. 4% (13.5% 34.5% F1 50. 9% ; Western Blot 25 53R B | Bifi 7 57 T4 42 5 LU MRV BB 1 18 0
p-AKT ZE I FAREAIK, FFHEBE DNA (G PARP 206 . G o et 02 R 5 N %8 LU AR T RE IS A &2 A i, 4548
SRR AR M B Caki-1 MRG58 i i AKT 58 85175 5 B8 20 M & A2 08 1270 W

KEE: B, FNEEA;  Caki-1 4000, 4UMATS; AN, BOASIZARFEREE; RagEA

Propyphenazone induces apoptosis and autophagy through inhibiting

AKT signalling pathway in human renal carcinoma cells
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Abstract: Objective To investigate the effects of propyphenazone on growth and apoptosis, and the antitumor mechanism in Caki-1
cells (human renal carcinoma cells). Methods The effects of propyphenazone on proliferation of Caki-1 cells were detected by MTT
assay and colony formation assay. Cell apoptosis was analyzed using Annexin V-FITC/PI staining by flow cytometry. The cellular mor-
phology changes of Caki-1 cells were observed by fluorescence microscopy and Hoechst 33342 staining was used to observe chromatin
state of Caki-1 cells treated with propyphenazone. The expression of AKT,p-AKT and cleaved-PARP in Caki-1 cells was measured using
Western Blot. The punctate dots of LC3 were evaluated using confocal-immunofluorescence. Results  MTT assay showed that the prolif-
eration of Caki-1 cells was inhibited by propyphenazone in a dose- and time-dependent manner (P <0.05). ICy,in different time (24
h,48 h,72 h) was 105 pM,83 uM,56 pM, respectively. Colony formation assay showed that propyphenazone inhibited colony forma-
tion, and colony forming efficiency was decreased to 38% (P <0.05) and 20% (P <0.01) by the treatment of 20uM and 40uM pro-
pyphenazone. Flow cytometry analysis indicated when Caki-1 cells were treated with propyphenazone (0 uM,40 uM,80 uM,100 pM) ,
apoptosis ratio was 7.4% ,13.5% ,34.5% ,50.9% ,respectively. Propyphenazone downregulated the expression of p-AKT with different
concentrations. In addition, cleaved-PARP could be detected by western blot,which demonstrated that propyphenazone induced apopto-
sis. Propyphenazone induced autophagy by increasing LC3 punctate dots. Conclusion Propyphenazone significantly inhibited growth of
Caki-1,and induced cell apoptosis and autophagy through inhibition of AKT pathway.
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1.2 BUEFIER 222/ 70 2 M E M AKT
(CEEME B) (W LY 22 2R/ 75 2 R A 1 Tl
(p-AKT) DNA 252l (PARP) | H i -3- W 2 i
fitt (GAPDH) | { W br W LC3 IEH —P WA
Cell Signaling Technology 7\ &), ##& WK H VL7
TR, 40 M B 32 56 W 3K H Thermo Electron Cor-
poration 2\ ) , B R A BB KA Olympus
AT, FACS i 40U K B Beckham 23],

1.3 FHi%x
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1) T 37 C &% 5% A ARk R 248 T s 7
K95 2 d Je BRI YA AR K B 80% i
FH 0.25% JBEREE LI AL

1.3.2 MTT(wWAMBEL#)EH ERRER
L) Caki-1 21 MaFh T 96 L AR H, B L 5% A 100
pL SRR, AHA % B 8 000 4~/4L, 5557 24 h, £
Y1 L0 BE S I AN T v B2 1Y) S DS 2 B EE AR 100
pL, SR 5 BT 15 546 20 il 45 9% 24 h 48 h 72 h,
MTT # I Hr, BEFLIIA 10 pL 5 ¢/L MTT ¥ H 4 ~6
h, 355 B3, BALIA 100 WL — 560 ( DMSO)
VSR, 5 o 70 0 VS R i TR DR 00 3 7 8 K T A R
570 nm, K0 B LI OE R EE (OD {H) , R )5, it &
Caki-1 4 {3 5E 4

1.3.3 fBmairs £k ARRERGHANE
FEAN L & Caki-1, B2 80 F 6 FLAR H (600 A~ 4H fiil/

fL), & THERSEFEAE D, R 2 MEsL LE
WEmREh 2 vl (PBS ) 121% 3 3, A 75% £ T [
15 min, W B 8 WS, 38 i 0. 1% 45 55 44 1 30
min Ji5, /Py, TR FAIE
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in V-FITC #1 1 pL fiAL I RE (PT) IRA], 00, = i
ety 15 min, i X _EHUGINIE T Fo il
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HUFRTK, B, B0, —Hr 4 CIEF R, 5B % ok
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Z R PR E 15 min, PBS P& 2 i , B3 3 min IR )5,
JA 0.25% Triton X-100 $TfL,PBS ¥ 2 i, 4 ik 3
min, AL 4% 4= 1L & H (BSA) & 5 I F — 4t
(1:200 F5B8) , =05 1 h, g A, PBS (2 2% Tween
20) Pk 2 b, Bk 3 ming SRJE A ZH0(1:200 Fik)
FIBEE 1 ho WA, PBS (7% 2% Tween 20) ¥
2 3, A 3 min, 28 DAPL Y%, FRA 3 B0 st
TG, B THOCE R B TSI R,

1.4 ZitZEHE ALK A EEE R SPSS
17.0 SHATH 2R 0 B % + 5 FooR, IE X BOHE 17
PRI 2875 2253 AT, 4L 18] WG Y L3R A LSD-¢ K 36 7% 9F
173 wphsr ARG, P <0.05 2 %A 41t
2 #R

2.1 RAREBLEMIANERE Caki-1 1 A FF4H A
LO2 MG F 0 MTT 20 f 15 1 5236 £ 0,
XFHREH Caki-1 403 58 %0 100% , 559258 bk
(20,40 .80 ,100 puM) ZHAbBE 24 h (1) 41 B 34 51 5 5
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WA (89.1£3.6)% (80.5+6.2)% . (78.5 +
3.1)% (53.2 2.4)% . SRR Ak (20 .40
80,100 wM) ZH &b ¥ 48 h B 41 it 34 5 Z 43 ) Ky
(84.5 £5.3)% . (82.6 +2.5)% . (73.6 =
4.2)% (40.6 £6.8)% . SN LI (20,40,
80,100 wM) 2 &b 3 72 h [ 41 g 3 5 5 43 0 R
(85.7 +4.9)% . (63.4 +2.1)% . (20.4 =
2.8)% (11,4 4. 1)% . HBLUEH, RN E
AR Caki-1 20 Jifa 334 5 52 PR (0] 0 A5 4 A1 e 38 44K
PERIDHIVEF . 25 SPSS 17.0 #Fi18, SN 2%
LA #1824 b J5, %F Caki-1 4 i (4 2 400 ) i 2
(IC5) =105 pM; SN L E LLARAL BE 48 h J5, X
Caki-1 U1y 1C,, =83 M 55N 28 LU kAL B 72
h J5 , % Caki-1 4Hfiif% ICy, =56 M, SRTM, X AIE
B 40 LO2 JG 5 2 344 A 4 i 4 (P >0.05),
LT,
2.2 BRRAZEILHIT ANBE Caki-1 a5 ER K
MEER SN2 HAAIER T Caki-1 400 7
d, 50 B AH L, Bl 5 T8 2R LR v B 3, 4
AR 7% i PR i 25 /D, O H s PR B AR/ (P
<0.05), 20 pM 140 puM B 5 79 4 85 He oAk B
Caki-1 4 g J5 , 5e B B 158 43 3l B oy 38% (P <
0.05) fi120% (P <0.01) , L& 2.,
2.3 RARELMKRIANERE Caki-1 ARFTES
98N Hoechst 33342 Yu (a 4% B B X) B 41 1)
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R LUK vk BE 38 N, Caki-1 4 A2 9 1 R
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) 1 45, DL 3
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Mg Annexin V-FITC/PL A I8 T 40 fifd b 491, 45 5 3
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Caki-1 2 Jfd Lo 491 328 e 38 m, Horp, 2S48 H 0 M (40
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WMATRGETHIFFE R, 1 2012 459 s 5 o 53 M
SCNERRIRE KRR 2R 9 A, o L PR A I RE 0 R
(5 14 7, HAAL T BT . — B B F 2
UL B H T i 5 %, HARAEfE RN T 10% . H
I, I8 PR 20T RS AT B IE DI B B 1) YA 7 RN f
BERIT o BEZ A SR ST S R K T 2y
DR R A5 S AL, PRI 3 D) 75 B4 4 A 35 ) %l Bl 4L
JIEE 244
FEIXHL, FRATT & B — il PR AL 4 T A Bt 48
BUR 2T — 5 T2 LA, 5 A 0 98 240 P
Z Caki-1 3458 1R, 9 H 5 SO BT B i 5256 1
gt —3, A MR R, RN L
MRS Caki-1 A LAY P 12, i — 2P 1Y Hoechst
33342 YLt HHNR A, TN L R LU AR fH A4S Caki-1 4
WA e A G o T 1) [ 40 , S B R A R T R R
AKT, W FR R 8 H s B, & PIBK/AKT {5 518
BRI CHEAR 1, RN IR B B A A B, 5 2 b
LA A R A DG, T ) 25 AT A O T A i
BEFE A A0 M AE B S, AKT AT 4y b 3 AN I A
AKT1 (AKT2 F1 AKT3"™ | AKTI 3= %58 o 40 08 7=
IF Hi% S0 N 2 1 & RO (2 2F 20 i i) 2R A7 . AKT2
FESHBEZEGES50% T, AKT3 BIIGERH,
W AR KT HRGE . AKT 5 A2 Z Fp g A
K MR AL 1Y AKT 2 HE LB X, 4 AKT BT
J& , 2 BE R AL T Ui Forkhead 75 1) % s A+,
S S T A DG IR A 2 S 3R AR TR R, DT
MR RE R AR TR AR AE TS A2 AR A R R 4
FLPA T (B bk A1 AR -2 ( BCL-2) KR A (0 N il
JATAN BT M R ) (ER-Stress ) /i 5 09 41 JfL 4 7=
o IR T 2 BCL2 KRRy, 4 2
%%@&%ﬂa@a% £ -9 ( Caspase-9) HI>f
e =R K A A IR Fr 57 M 25 1 -3 ( Caspase-3 ) fY 2%
BN, 5 30T i DNA &5 [if PARP K75 , e 448
RN % A= g T FR {13 3F Western Blot &
P, SR 2 AR B Caki-1 4l AKT &3
IRAAFER (R 2T R B R Ak AKT (335, i
ﬁﬁﬁﬂfﬁﬂ? AKT & 136 7%, I {2 iF PARP JJ#)2K i
XL LI 5 A0 M T R T — S
LC3 i MAPILC3A JE[R 4 fidh, J2 F WA B8 1 oY
M, FES 5 AR AIE BT, LC3 AR
Eéﬁiﬁ@ﬁﬂfﬁﬁv\ﬁ‘hu% IEAE AL WSk gl iz
g5t MY & A R, LC3 T AR A S T
ﬂ,%ﬁ% p62 ( WP ZAK) 456 JF i T
A PN BRE, I B, LC3 2 78 4 M b & AR SR 3R
AR RTINS LEARAL FR Caki-1 4

e, RO I R A BB RS ] WL EE F) LC3
M URIR A, R A A 2 W A B PF R R AE T

I
LR BRI SN 2R LUK BE I N R 2 i A
WETE T A AKT A1 PARP {5 1 1 e 2 240 g &
AP TR E W, ASHIESE T AR A B T 5 N T
MRAE Sy BN BT 88 25 1 =8l B 09 25 9 04 F 5

Tk
(A& 2 ~4,6 WLiFE 8-3)
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