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HE . BH R SCGREST 3T3-L1 @i dg i, MR AWAbeda, ik RARRREARL
A4 383 BR AL 2R SEF An it KR B AR Sk B EE R G (CLOCK ) # 3T3-L1 4aje, CCK—8 4= EdU #
M) 2 OL3E FEAE DU 5 X 8 AR ) 2 I T L real—time RT—PCR 4 A #4F 2 B CLOCK #= BMALI # %
iX ; Western blotting #] Cleaved caspase—3, Bcl—2, CLOCK % BMAL1 & @ #yk ik, &R ARRE (25 ~
10.0 mg/L ) F2FA R FHBAMER T 3T3-L1 05, 3T3-L1 MA¥g s A= A Hrm (P >0.05), 122 %R EA
20 F= 40 mg/L B #3874 (P <0.05 ); i id Eif Cleaved caspase—3 & ik, Fifl Bd—-2 &k, Rt H T A 4,
BARIREALIA, M EAXT 3T3-L1 28, CLOCK., BMAL1 A R Ae%k & 69 &k L& (P >0.05), kAL 20
Fr 40 mg/L W 24 4E A (P <0.05) ; iF R 3K CLOCK 2 B T 8, 53 £ 76,45 S35 BA %T 3T3—L1 40 fieL 4 4 ) 45 7
(P <0.05), £ 3T3-L1 WERZFREMRFT BN Ak, REHRILARIEA BT #4] 3T3-L1 @08
YA AR T, LT AR A Akl am R IG A e S, EAERAUR S A A R R X

KPR . MCSREAE ; mIe¥ga ; MR T oAb

FESES : R394.2 XHFRIRED ¢ A

Effects of amentoflavone on proliferation, apoptosis
and circadian clock of 3T3-L1 cells*

Yao-hui Wang, Zhi-quan Zhao, Yun-song Du, Bing-shu Yuan, Gang Wang
(Zunyi Medical University, Zunyi, Guizhou 563003, China)

Abstract: Objective To explore the effects of amentoflavone on the proliferation, apoptosis and circadian
clock of 3T3-L1 cells. Methods Normal and over-expressing 3T3-L1 cells were treated with different concentrations
of amentoflavone. CCK8 and EdU kit were used to detect cell proliferation. Flow cytometry was used to detect
apoptosis. RT-PCR was used to detect the expression of CLOCK and BMALI gene. And western blot was used
to detect the expression of caspase-3, Bcl-2, CLOCK and BMALI1 protein. Result Lower concentration of
amentoflavone (2.5, 10 mg/L) had a little effect on the proliferation (P > 0.05) and apoptosis (P > 0.05) of 3T3-L1
cells. But when the concentration ranged from 20 mg-L" to 40 mg L", it up-regulated the expression of caspase-3
(P < 0.05) and down-regulated Bcl-2 expression to inhibit proliferation (P < 0.05) and promote the occurrence of

apoptosis (P < 0.05). Low concentration of amentoflavone has little effect on the expression of CLOCK and BMALI
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gene and protein in 3T3-L1 cells (P > 0.05), but the high concentration amentoflavone (20 mg/L, 40 mg/L) inhibited
the expression of CLOCK and BMALI1 (P < 0.05). Over-expression of CLOCK gene could significantly recovery the
inhibitory effect of amentoflavone on proliferation of 3T3-L1 cells (P < 0.05). Conclusions The 3T3-L1 cells still

maintain circadian rhythms in the cultured state, and higher concentrations of amentoflavone can inhibit 3T3-L1 cell

proliferation, suggesting that it may be as a drug that inhibits proliferation and the mechanism is related to CLOCK

genes.
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FEAEAZ R 2 B ) —Fh 2 ik 5w v, A
ARERIME ., PiR . Priafl. YUWEE . DURRST Kb
A AE 2R AW IaE P I A A B e
o3t A KPR R B IARSE " ERERLAA H
IARAEAAEIRE , FHOCHIERE R b T o By
iz gl RIS & (circadian locomotor output
cycles kaput, CLOCK ). i S JJL PR 41 21557 7 8 32 AR 1%
Az ARIZEIE A 1 (the brain and muscle arnt—like
protein—1, BMALL ) (1) 5 & 335 7] S5 88 ot Qi =
O ARSI AN (R R A R AR AZ DU R AR T
TEH A %635 CLOCK 19 3T3-L1 4 g f5, WAZE Hxt
3T3-L1 A0MHE5E . P TAsEm, JFER S AR ph At
IR

1 RS

1.1 #R5RH

TEAEAZ BT (160523, 411 >98% ) W F 1K
#hE oy BAEHE A BR AR, 3T3-L1 W A ERE B
A A RHA IR B A A B PR b, BT CLOCK A
Pt BMALL, ¥t Cleaved caspase-3 K % Pt Bel-2 1
W4 H 2 [E Proteintech A R, HLE —HT. P —hi
Click—iT™ EdU Alexa Fluor™ 555 Imaging Kit b= IES
[ Sigma 2~ H), 100 F% 505 A1 RealMasterMix ( SYBR
Green ) W [ LR RARVAEYLERHEA R A, IER 0]
1Yy R A ) TR BRA WA .
1.2 EEE

CFX96 touch ¢ GE EH R A FE R ( quantitative
real-time polymerase chain reaction, qRT-PCR ) A (FE
[E Bio—Rad A7) ), Gallios Jiz4HMI4X ( £ [E Beckman
Coulter 23] ).
1.3 XBWHE
130 Zhapmed]  REAEAZ LB A — W R R i
EAEHE R 10 o/, 0.22 o m FLARIERR I IEBRES , T 4°C
UKFRARAT 25, AT P R 92 A0 B B I A Tk

132  3T3-L1 @fssfife o 3T3-L1 4ifinsE 5%
T 10% Ra4F s A IR R A sl RO R BE IR0, 1%
FEHRMR 37°C, 5% A8 AR CO, o BEAEAZ BB 0.0 |
2.5, 5.0, 10.0, 20.0 X 40.0 mg/L JFHk 3 6 4H .
133  CCK-8#mlzafatgsa B 3T3-L1 diiffiEzphs)
96 fLARHT, 200w I/ FLANAELER , WiBERESR 24 h, A
ANTA] BT i v B AR AZ RO G R AL, ARBEESE 24 h,
DI BT RIMA S 10% CCK-8 HIREFREL, gk 4 h,
MIZE 450 nm ZLIMOERE , 2K 600 ~ 650 nm.,
1.3.4 L AF % 2 R I A B4k B (real—time reverse
transcription—polymerase chain reaction, real—time RT—
PCR) #oml A4 5P R B e £35 O h TR, BRI
4 h( 36 ¥ ) $EHL 3T3-L1 UMY SR (RNA ),
FERIN L FRA T 3T3-L1 4l CLOCK A1 BMALL ()%
NN, WLER 1.

%1 real-time RT-PCR 3|#1/5 7%

HER Eik7)2 ] B /bp
iEM]: 5'-GAGTTTGGGGTGGGACTACTA-3' 21
CLOCK
Ji]: 5'-GTCGGAAAAGCACTAACAATG-3' 21

BMALI  1E[M: 5'-GTCACTAAAGTCAACGGGACCAC-3' 23
(Arml) JZJ]: 5'-AGGCATCGACATGATAGACAACG-3' 23
1EM: 5'-AGCCATGTACGTAGCCATCC-3' 20

B —Actin
Jzn): 5'-ACCCTCATAGATGGGCACAG-3' 20

WA Tl e JB2 AR AR AZ IV 1T T 3T3-L1 4t i,
K38 24 h JF U RNA, %5 54 5 FH real—time RT-
PCR Rl HZRAIE L, RNARAF « 95 C IR 5 min,
95°CAEME 5 s, 57°CIB A 30s, 5TCHEM 5 s, HAFH
40 ¥ real-time RT-PCR 4% # J5, i1 % CLOCK Al
BMALI mRNA 5 B —actin BFHXT k%,

1.3.5  Western blotting M A ARG A
6 FLA A AN, 24 h 5 WER 4 FLAN ARG BE R 5,
H A (] Jo v JEE AEARAZ DU BRI 6 FLA. 7E 37°C .
5% CO, WG FRAA R IG IR 24 h, BUBE Tk b kg
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FEWL, A 2 ml/ LIV Y 0.01 mol/L B2 £ 22 v ik
( phosphate buffer saline, PBS ), F. HA 200 wl/ fL
A RIPA 2403, HCE 1 min J5, FHZ0IE SRR
PR R S AIREIRIRA 1.5 ml B0, BT
Kb, B3 miniZ% 15s, BEE SR, BELEET
BURESCALT, 12 000 t/min 2.0 20 min, B IHHLE
5 -80°CUKAH , 1 M5 4E Western blotting FUFEAS

HF WA 2 P ARE SN =80 CC L HY, A S P i
B ASORGE T 25 1k R 4% 2 B R B 2R L RE AR TR
6 x Loading Buffer, At A9 8 [ AU IRCEHAR TR RN R
20pl, IRAET 4CHEM. Hil45 8% 41 B AN 5% Wk
AR, THCTRLUKEE, A REARIKI, KIS, &
I AGE I RES: . 80 V AEJE 30 min Jii, #4120V
THML 2 he 4°CHRERIIR . FRESS RS, FH TBST ¥
WA 5% MRS WKy, W B T B A A 1 he 4%
HE e 1A 1 B 45 S0k B i RO, PUARTR BN
0.5% AR . —PI=WIFEE 4 h J5, TBST ¥ 3K,
20 min/ Ko FPURBEI BB, ZEPEF 1 h,
TBST ¥ 3 ¥, £HK 20 min. 7885 F i hinid & 19 ECL
IR AW , TG
1.3.6 AXmipstenmeA kL BARRE
W AR AEAZ DU A T 3T3-L1 4L, #5355 24 h
Jei PR T AL S SE A, FH VK 1) PBS 1 48 735 0 20
Ji B Mk E R 5% 10° ~ 1x 10° 4> /ml, B 1ml 40 IS,
4°C. 1000 t/min #5.0 5 min, 7 g, B HKS
1) PBS =AML fE, VAR SR .0, 3 B
W, BN A 100 w1 Binding buffer 217 40, K
IMA 5 w1 Annexin V-FITC 1 5 w1 BALIE, %R
RECIRAT, 4RZEWFE 5 min, JIA Binding buffer £
500 wl, FERIEAT, AR iUEi 0.0, 2.5, 5.0,
10.0. 20.0 J 40.0 mg/L FEAEAZ BUHE Fil X 40 i 8 7 74
A
1.3.7  EdU %l @ jedg i 20 me/L BEAERZ XL R
AT LAA ] 3T3-L1 4 A 38 58, 20 me/L F# AL AZ XL
fiil 51 CLOCK mRNA Fl 45 % 3k (K. iE B il
FEAZ WU 5 CLOCK & R % AH 6, #F 3T3-L1 4
M5k 340 . QYA - A 20 mg/L B AEAZ S HE
il 5 @A 4« 20 me/L B AE K2 XUEE R Ab B 3T3-L1
A8 24 h J5, 3 # ik Pe-DNA-CLOCK Ji&i %7 ; Xt
MEZH o R MO fr Ab 3. A0 3 2H 40 B 24 h B ) 3
B AR Ol B 40 LT AL IF B Fh T 96 FLAR, 4 i A i
J95x10° 4 /£l K538 24 h ), B EAU TR

(20w mol/L) 435IIAZSL, 1001/ L, B 4 ho #
96 fLARHUH, WA, 0.01 mmol/L PBS ¥ ¥k 2 i
Ja, A 4% ZFKHEEFE 4 he 2 0.01 mol/L PBS
e 2 WA, 1% TritonX—-100 b3 1 h, i AZ(s
WAL 1 he WYL AW S H 0.01 mol/L PBS
UE2 U, FH DAPL#EATYL 0, SO0 MG N AU A
1.4 Hit=FH*E

BT R F SPSS 17.0 G5k, i %Rk
B = bR (xxs) Fon, W 2007, #F—
W L SNK—q £ 55. P <0.05 M2 S A G2

2 #HR

2.1 3T3-L1 488 CLOCK #0 BMAL1 HIEHA IR IE

AN[R) AR 5, 3T3-L1 4l CLOCK 11 BMAL1 RNA
HIAERT RIS IV, &7 22500, ZRAgt¥ R X
(P <0.05) ; # ARSI — LI b, 2ZRA 51T
BN (P<0.05), 0, 12 J 18 h ik BT,
PRI 18 h B TR SRR . WA 2 A 1.

F2 HYHWHERE mMRNABXFRIEE  (x107, x+s)
i CLOCK mRNA BMAL1 mRNA
0h 0.605 + 0.003 0.621 +0.002
4h 0.675 + 0.001 0.784 +0.003
8h 1.011 £0.004 0.953 +0.003
12h 1.423 +0.005 1.430 +0.003
16h 1.193 +0.004 1.331 +0.003
18h 1.114 £ 0.003 1.124 £0.013
20h 1.025 + 0.003 1.130 £ 0.004
FAg 92.698 93.745
P1i 0.000 0.000

2.2 FELAWERX 3T3-L1 4AREILHE IS5 0H

AN [) o v R A A A2 00 T AR B Y 3T3-
L1 HMETE PR S, &7 200, ERAgityE X
(F =194.485, P =0.000); 5 0.0 mg/L HL3%, 2.5. 5.0
J 10.0 mg/L FEAEAZXCE RN 3T3-1.1 40345 TC 50
(P >0.05), 20 F1 40 mg/L FHALAZ XU Fil X} 3T3-L1 21
MEFIBEFE F= A IE R (P <0.05), W3 3 FIE 2.
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CLOCK mRNA Fi%tZe ikt

T T T T 1

0 4 8 12 16 20
FsFIa] /h
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1 ]

BMALI mRNA FHX} ikt

0 4 8 12 16 20
A1) /h

1 FEIRFE A 3T3-L1 48A BMAL1 1 CLOCK mRNA B3k 254k

R 3 AERERERIEAZWETEABK 3T3-L1 4851

R4 ARFREREFELZNEIRYT 3T3-L1 HUATH

EMELEE (%, xxs) #m (%, x+s)

W) AL LA OAE X UL FRORT R TR BIHTHR
0.0 mg/L 103.17 + 5.683 0.0 mg/L 3.89+1.65 1.24£0.97 52255
2.5 mg/L 107.72 £ 2.725 2.5 mg/L 3.64+1.73 1.52+0.64 55+3.03
5.0 mg/L 108.768 + 4.040 5.0 mg/L 4.02+0.79 1.26 +1.32 4.91+0.96
10.0 mg/L 108.664 = 4.631 10.0 mg/L 473125 2.1+0.68 5.19+3.57
20.0 mg/L 94.599 = 1.991" 20.0 mg/L 8.37+1.93 332:2.12 1124 +4.5'
40.0 mg/L 69.931 = 1.0678' 40.0 mg/L 1934+236 326123 2344275
FAH 194.485 F A 39.459 3.263 24.009
P 0.000 P 0.000 0.430 0.000

. 75 0.0mgL L, P<0.05

150 1

100 A T

TG /%

50 4

00 25 50 100 200 400
FEAEAZ BCER VR I / ( mg/ L)

15 0.0 mg/L, L3, P <0.05
B2 AEREREBEZNEIRN 3T3-L1 HAiEERN

I (xxs)

2.3 FEEAZWEET 3T3-L1 AT HI= I
FARIET R, BT RLE, 2RA51T
(P <0.05); 50.0mg/L 4 H#, 2.5, 5.0 &
10.0 mg/L FEAEAZ XUEE B % 3T3-11 4 g i 1= % 0
S (P >0.05), 20.0 1 40.0 mg/L BEAEAZ XL ERE
3T3-L1 4l (P <0.05), W3 4.
2.4 FEHALNEBIT 3T3-L1 WAATHEES
EpA|

AN [R) Joi 1 e B BB AR AZ RGE B A I, 3T3-11 2

. 75 0.0mgL &, P<0.05

M T-FEE Cleaved—caspase—3 Fll Bel-2 b, £
Tz, ZRAGIHT¥EL (P<0.05); 5 0.0 mg/L
F#, 2.5, 5.0 & 10.0 me/L T 4 42 B HE B AS 5% 1
3T3-L1 41 g 7 Cleaved caspase—3 ik (P >0.05),
20 1 40 mg/L f# £ AZ X E B £ 3F 3T3-L1 48 Jid
Cleaved—caspase-3 fJ33A( P <0.05 ); 5 0.0 mg/L H%,
2.5, 5.0 2 10.0 mg/L BEAEAZ BUE R A2 00 3T3-L1 41
Mo Bel-2 By 2635 (P >0.05), 20 1 40 mg/L 4L A2
RCEHAN ] Bel-2 215 (P <0.05), W2 5 A 3.

K5 ARREREFELLNERXT 3T3-L1 4HAET-#

XEAEMKRIEIENZM  (X+s)
) i R Cleaved caspase—3 Bel-2
0.0 mg/L. 1.013 £0.169 1.066 +0.171
2.5 mg/L 1.025 £0.189 1.013£0.172
5.0 mg/L. 1.037 £0.153 1.084 +0.135
10.0 mg/L 1.022 £0.155 1.032 £0.133
20.0 mg/L 1.533 +0.162' 0.693 +0.129'
40.0 mg/L, 1.723 £0.147' 0.512 £0.125'
F{& 20.393 15.057
PH 0.000 0.000

. 75 0.0mgL L&, P<0.05
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HEAEAZ BT E 0.0 mg/LL 2.5 mg/L

5.0mg/LL 10.0 mg/L

20.0 mg/L

40.0 mg/L

Cleaved—caspase—3 e - — A — - 17 kD

Bel-2 ——— —— C— — —

26 kD

T e ey e oy e ooeee |

— —_ \] ]
=) n = n
i 1 L 1

Cleaved caspase—3

e
wn
1

I
=}

00 25

50 100 200 40.0
FEAEAZ U e VR BE / (mg/L)

1.5 9

1.0 1

Bel-2

0.5 1

0.0

0.0

FEAEARZIL

T 5 0.0 mg/L [LEE, P<0.05

3 TEEAMWEXT 3T3-L1 HAEATHXEBRFN

2.5 FEEIXEIN T 3T3-L1 44 fig CLOCK #A
BMAL1 mRNA #2201

ANTA] BT i v FEAEAEAZ RGE BRI FH I, 3T3-L1 40
CLOCK Fl1 BMALI mRNA FHX} 3Rkt [bAL, & 2557
M, 2254500 245 (P <0.05 ); 5 0.0 mg/L HL#R, 2.5
5.0 2 10.0 me/L BEAEAZ BB X 3T3-L1 A 18 h i
CLOCK mRNA (%% 5% TC5%mm (P >0.05),20 F1 40 mg/L
1 CLOCK mRNA BJ#%5% (P <0.05) 5 5 0.0 mg/L Lt
B, 2.5, 5.0 & 10.0 mg/L FAEAZ RGEEEI T 3T3-1.1 41
Jitl 18 h BMAL1 mRNA %% 5% JTC 52 i (P >0.05), 20
1 40 me/L B AEAZ XU HE R 40 ) 3T3-L1 24 il BMALL
mRNA (#4558 (P <0.05), W3 6 filld 4.,

0.8 -
z
= 0.6 1
X
= i
Z 044 il
£
g
S 024
—
]
0.0
00 25 50 100 200 400

0
FEAEAZ RO o A R/ (mg/LL)

2.5

50 100 200 40.0
i e YR BE / (meg/L)

(x+s)

R 6 ARREREFELLVNEIRERAR 3T3-L1 BMAL1

#1 CLOCK mRNA #xRIEELLE ( x107, X+s)
2R CLOCK mRNA BMALI mRNA
0.0 mg/L 0.572 = 0.044 0.723 = 0.010
2.5 mg/L 0.575 = 0.023 0.721 £ 0.011
5.0 mg/L 0.594 = 0.025 0.718 £ 0.011
10.0 mg/L 0.570 = 0.016 0.720 = 0.012
20.0 mg/L. 0.405 +0.017" 0.591 = 0.008"
40.0 mg/L 0.343 +0.017' 0.513 +0.005"
FAH 34.888 255.412
PAH 0.000 0.000

5 0.0mg/L ILE, P<0.05

0.8 -
—~ = o
2 0.6 -
X
=
Z 0.4 -
ot
£
= 021
=
/m
0.0
00 25

15 0.0 mg/L HL#E, P <0.05

B4 AEREREBEZNERT BMALT F1 CLOCK mRNA B840k

50 100 200 40.0
FEACAZ RCE A o R I / (mg/LL)

(x+s)



AR B2 Ak %500 %

26 FEIEHZWEE T 3T3-L1 48 ff2 CLOCK #n R7 ARREREFEELNEMLEF CLOCK
BMAL1 ERHRZ N 1 BMAL1 ZEAMBEMRIEBLE  (xzs)

ANTR] 5T e v B A AZ RGE A FH A, 3T3-L1 4 ffd _
CLOCK il BMALL UM RIA LR, 220522000, 0.0 mg/L 1.053 = 0.167 0.953 £ 0.035
ERFRITERXL (P 0.05); H—HAA LB 2.5 mg/L 1.173 £0.201 1.0330.110
SNK—q #55%, 5 0.0 mg/L LLAZ, 2.5, 5.0 % 10.0 mg/L
HEAE A2 U X 3T3-L1 400IF9 18 b B CLOCK &y H16=0.110 10430093
B9 4635 TR0 (P 5005 ), 20 Fil 40 me/l, FAEKS Wi 10.0 mg/L. 1.114 £ 0.129 1.097 £ 0.172
R4 4 CLOCK 2B 11 19 % 35 (P <0.05) 5 5 0.0 mg/L 20.0 mg/L 0.551 +0.088' 0.723 £ 0.040'
AL, 2.5, 5.0 K 10.0 mg/L BEAEAZWUEERXS 3T3-L1 400 me/L 0447 £ 0,049 0.547 £ 0.050
401 18 h B BMALL 2 [ (3R X T (P >0.05),  Fii 17.389 15219
20 1 40 mg/L FEALAZ RCE I 6] BMALL & (1 A93RA P 0.000 0.000
(P<0.05), W37 K S5, TE: 5 0.0 mg/L [LEE, P <0.05

B IEEFRERE  00mgL  25mg/l. 50mg/l. 10.0mgL 200 mg/L  40.0 mg/L

CLOCK

L5 1 L5
O 1.0 - {0 1.0 -
& %

4 —

= 0.5 - = 05 1

0.0 0.0
00 25 50 100 200 400 00 25 50 100 200 400
FEAEAZ B AR I 1 ( mg/ L) TEAEAZ WL AR L / (meg/L)

7 5 0.0 mg/L AL, P <0.05
m5 ARERREMELWEMAEE BVALT fI CLOCK BAMERTH  (F+s)

2.7 CLOCK EEXI#E 12 WEERHP &) 3T3-L1 x8 FEALIENT 3T3-L1 ZAAEIEsEF CLOCK BEEARILH
2 e 5 Y 22 M) =l (xxs)

WA BEA L. WFRRLL 3T3-L1 405t 175 _

1 CLOCK 5 AN RIK LU, & 201, B2RE .

56.333 + 1.528 0.984 +0.127
532 5 542 o B
FITERIL (P <005); H—LRIPIHEE SNK— 12 it 19.333 £ 2.082 0.459 £ 0.074
%, BEA 4 EdU FHEEZIMI AT CLOCK & M ik
. W4 39.667 +2.517 0.734 £ 0.065
T4l (P <0.05), {HALTXTIELL (P <0.05), {a
F 237718 36.151
Wk 8 MKl 6 ~ 8,
PAH 0.000 0.000




55 16 101 TN, A% . FAEAZRUE XY 3T3-L1 ANME5s . JHT- MR 5

DAPI

X HRZH

EdU Overlay

6 #&4H 3T3-L1 fpEtEsa|ER

80 -
‘§
gﬁo‘« _L
=
E
= 40+
=
= 20 4
0

poyiitiel ESLYIEEEN A
T H5EA4LE, P<0.05
7 3%HEJUPHMMAEERLLE  (x+s)

X B2 24 AU
- : i -
CLOCK 95 kD
- e - S—— 4
. ; -
B _ﬂ(‘tin _ 42 kD
1.5 u
+
W10 p—t
L&
v
[
Q
Z 0.5+
0.0

pogiiekEl 2 i e
T SECEY L, P<0.05
8 340 3T3-L1 40 CLOCK ZEAMEMRIEELLE

(x+s)

3 itig

24 h AR E RO . BRI AL
SR RGN E DA™, O ik
B 9 Ffh, 76T B L EAZERTT, AT
YRS ARG Bl . BMALL 5 R AR F A= Wy b i £
() 10, LA SRR B 1 R I SRR A T Y
T, IS CLOCK AL GRS R IR, Xk
WEPE A3 B0 2o SR R A A B o Rl
PER Fll CRY “F i g2k, BHIEIEM: o Rk
FITRE, TE R o8 4 1 S (i I

PR 3T3-L1 R i b, B 2 BLAD
I B ALAAAX SCN A= B s, e R MR B
YEHRST, B 3T3-L1 4 7E TOOL IR A 15 7240 vh itk A T
g, HAWPEEP] CLOCK H1 BMALL /38K S 38 4 s
BT R, HAGR R TR, Mg =R
AW AR BT A, X 5 TODA %5 ™ 78 B R 4% il Fir i
(1) NIH3T3 HrAH S 5 At Fah A L, o A
TR TR S A Py S R 1 R ) A T BE -5 HLBR 1 A R e
X,

FE R R HF e RGN T2 A8, Haks i
xR, FERRERETR. AreiEs, ek
RE R A SEIPESE B RS E AL, R,
BMALIL R TERG BARST . WA A e AR bt
TorEEMIEM. SRR, BMALL 5 CLOCK 44
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) 5 BRAARAE VR T A5 %) 20 AP 5 R A
X EK, MR, BMALI 1/ 8 CLOCK [ &
/N BRI SR SR I8 D A RE AR, X S e
BMALI, CLOCK J:H 5 HEREZ VIR G .

FEACAZ DU T A R B AN 8 AL SR ™, 7R
HIAE Y & A AT T oy B IS AR 2 M . FRAEAZ
XU i B 75 52 ) 3311 40 it b A= 4 4 32 PR A 7 5%
VR, DI 52 M 40 B A A B AN YR T, i R AT B Y
AN 7ol

20 Ff R A AR Y BEAS A R 4, 3T3-L1 VE AR
U7 T A 240 A A 0 R G W 00 B P T B A R F 2 A=
R PIRA G T EEEH . B SR 73
IR B I 3T3-L1 AU A3 A AR TR AN K, 1=
R BE B R HE GE TR P T2, Cleaved caspase-3
S R K A E R B B A 0 LY, AR MR T
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