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[WE] BW BHITEE RS 5ERS AL Z R R % & Pyrin 45488 [ 3 (NLRP3) 5 5E /IMELE
RS T A R - A ARPE-19 3§ A T- P EFH ALl . Ak RSN 3% ARPE-19 41
JH 43 SAy T 8 X6 BECZEL R e A L, 0 ) BB 35 90 FN 3 VR BE 30 mmol/ L A 5 A K 3R B 5% 48 h, SR B R
G T 45 2H 48 Bl T 1 S (ROS) & b, SR A= W Ak 2% G 56 125 46 TN 8 4R 132 (L T (SOD ) ¥ Jp 1 Je T — 8%
(MDA) ¥k B o BCIE 5 X B 2H A0 =g 0 2 40 B 43 B0 i A 0.2.5.10,15 £ 20 wmol/L NLRP3 i i 5] CY-09 ¥ 3%
48 h, 5 I 4t it 3 250 R & 8 (CCK-8) A6 0 44t fifd 1 38 £E 28, B L CY-09 F I 938 BUMR B o % 48 it 43 Sk IE & %) iR
2 IEH +CY-09 41 = 8 4 R B + CY-09 4, L Hp IE % + CY-09 41 il i 4% + CY-09 21 41 g X5 3% % o om
15 wmol/L CY-09 #4715 37 , 5% F 0 2 20 M A AG: 00 4% 4 40 i 07 72 3, 5% il Western blot % K5 I 4% 26 NLRP3 /A
TR G R AR 1 (ASC) (b 2R 25 1 /K A B8 1 HiT 14 (pro-Caspase-1) K i% 1k Jr B ( cleaved-Caspase-1) , i T 4H
KEH BWRE LM 2(Bel-2) ,Bel-2 #H3¢ X 8 [ (Bax) 2 Mt 20 B2 2 F1 /K fi# B8 3 1 {& ( pro-Caspase-3) S 1% 1t
H Bt (cleaved-Caspase-3) fUAMI X £k &, &R EH4 41 % ROS 72658 B {H 4 120 020+3 245, MDA ¥ Jif
7 (4.92+0.09) nmol/mg, B & &5 F IF & %t BRZL 1Y 35 426811 F1( 1. 78+0. 03) nmol/mg, &5 M 41 41 fifl 1 SOD 3%
J1{E 4 (35.65+1.22) pmol/ (min + mg) , B A% T 1E % X B 1) (74. 96+ 1. 41) pmol/ (min - mg) , 2 R B[ 5
T X (1=35.760.46. 960 ,29. 830, P<0.05) , = W41 40 M3 2L R BARF IEH XA, Z R A FRiT%E
X (1=18.820,P<0.05) . Al P BiE CY-09 ¥k Y 3% i 4 i 1 2k R 8 Tk, Hop 10,15 1 20 pumol/L
CY-09 4b PR 41 g i) 348 4= 0 B & F 0 pumol/L CY-09 Kb FEAN L, 25 5 4 G it 2 B X (¥ P<0.05) , IE % Xt |
1 15 wmol/L CY-09 AL HAN ML 5 0 pmol/L CY-09 4bFH AN () 34 A4 i, 2 F R i %#7E X (P>0.05)
AR O 1o % R (21, 68£0.41) %, B W & T 1IE % X B ZH A9 (6. 67£1. 05) % Al =5 H +CY-09 41 () (13. 96+
0.07) % , 22 ¥ it 2F 53 L (¥ P<0.05) , E#E4d NLRP3,ASC  cleaved-Caspase-1 . cleaved-Caspase-3 £l Bax
B A X 3R o B IE G IR B B T, Bel-2 2R A SRR A IE H O A U B R R, 2 R A ST R L
(¥P<0.05) ; IEH +CY-09 41 Fl = 4 + CY-09 41 5 1F # %+ B8 41 F1 &5 B 4 b %%, NLRP3 [ ASC | cleaved-Caspase-1
Bax .cleaved-Caspase-3 £ [ # %} #2355 T [, Bel-2 MY KB T &, 25 WA ST L () P<0.05),
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[ Abstract] Objective To investigate the effect of the nucleotide-binding domain, leucine-rich-containing
family, pyrin domain-containing 3 ( NLRP3) inflammasome on the proliferation and apoptosis of human retinal
pigment epithelial cell line ARPE-19 exposed to high glucose and its mechanism.  Methods ARPE-19 cells
cultured in vitro were divided into normal control group and high-glucose group, and were cultured in conventional

medium and medium containing 30 mmol/L glucose for 48 hours,respectively. The content of reactive oxygen species
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(ROS) were detected by fluorescent probe,and the activity of superoxide dismutase (SOD) and the concentration of
malondialdehyde (MDA) were tested by biochemical assay. The cells of the two groups were cultured with 0,2,5,10,
15 and 20 pwmol/L NLRP3 inhibitor CY-09 for 48 hours, respectively. The proliferation rate of ARPE-19 cells under
various concentrations of CY-09 treatment was detected by cell counting kit-8, and the appropriate concentration of
CY-09 was determined. ARPE-19 cells were divided into normal control group, normal+CY-09 group, high-glucose
group and high glucose+CY-09 group. The culture medium in the normal+CY-09 group and high glucose+CY-09 group
was supplemented with 15 pmol/L CY-09. Flow cytometry was used to detect the apoptosis rate of each group,and
Western blot was used to detect the relative expression levels of NLRP3, apoptosis-associated point protein ( ASC) ,
Caspase-1 precursor ( pro-Caspase-1) and active fragments ( cleaved-Caspase-1), B lymphocytoma-2 protein
(Bcel-2) ,Bcl-2-associated X protein ( Bax ), Caspase-3 precursor ( pro-Caspase-3) and active fragments ( cleaved-
Caspase-3). Results The intensity of ROS fluorescence and MDA concentration were 120 020+3 245, (4.92+
0.09) nmol/mg in the high-glucose group,which were both significantly higher than 35 426+811 and (1. 78+0.03)
nmol/mg in the normal control group, and the SOD activity was (35.65+1.22) wmol/(min + mg) in the high-
glucose group,which was significantly lower than (74.96+1.41) pmol/(min - mg) in the normal control group,
showing statistically significant differences between the two groups (¢=35.760,46.960,29. 830;all at P<0.05). The
proliferation rate of RPE cells in high-glucose group was significantly lower than that in normal control group,and the
difference was statistically significant (¢ = 18.820, P < 0.05). With the increase of CY-09 concentration, the
proliferation rate of cells in the high-glucose group was gradually increased. The proliferation rates of cells treated with
10,15 and 20 pmol/L CY-09 were all significantly higher than those treated with 0 wmol/L CY-09, showing
statistically significant differences between them ( all at P<0.05). The proliferation rates of cells treated with
15 wmol/L and 0 pmol/L CY-09 were not significantly different in the normal control group (P >0.05). The
apoptosis rate of cells in the high-glucose group was (21.68+0.41) %, which was significantly higher than (6.67+
1.05) % in the normal control group and (13.96+0.07)% in the high-glucose+CY-09 group, and the differences
were statistically significant (both at P<0.05). The relative expression levels of NLRP3, ASC, cleaved-Caspase-1,
cleaved-Caspase-3 and Bax proteins were significantly higher and the relative expression levels of Bcl-2 protein was
significantly lower in the high-glucose group compared with the normal control group, and the differences were
statistically significant (all at P<0. 05). The relative expression levels of NLRP3,ASC ,the active fragment of cleaved-
Caspase-1,Bax and cleaved-Caspase-3 proteins were decreased and the relative expression levels of Bel-2 protein were
increased in the normal+CY-09 group and high glucose+CY-09 group compared with the normal control group and
NLRP3
inflammasome mediates the high glucose induced RPE cells apoptosis through ROS/NLRP3/Caspase-1 signaling

high glucose group, and the differences were statistically significant (all at P<0.05). Conclusions
pathway.
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glucose; Retinal pigment epithelium

Fund program: Key Research and Development Project of Shaanxi Province (2018ZDXM-SF-045) ; Science
and Technology Program of Xi‘an (2017116SF/YX010 [10] )

DOI:10.3760/cma. j. cn115989-20210420-00267

i DR 5 AR ) JIES 5 2% ( diabetic retinopathy , DR) J2&
PR 8 L B IR B I A AE 2 — , o — i 4 2 i i
HISE 0V AT T AT SO A0 W0 199 It A s s
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1.1.1 Zufaky A RPE Z0ffikk ARPE-19 g | 2
ATCC 4l %

1.1.2 F2h &4  DMEM/FI12 ¥ 5 ih 4
ML (SEE Gibeo 28 ] ) 5 G4 I T2 AH SC BE AR £ 1 A
73 % i 1K ( apoptosis associated speck-like protein
containing CARD ,ASC) (ab155970) % J1 Caspase-1 F
SO FE P AR (ab207802) (3 [E Abcam 24 7] ); L HiT
NLRP3 £ 7@ [& Pr & ( NBP2-12446 ) ( % Novus
Biologicals 24 W] ) s e T I T-AHSC 2K 11 B itk 2 20 0 87 2
(B cell lymphoma/leukemia-2, Bel-2) £ 3§ [& $T &
(3869) . ¥t Bel-2 #H % X & 4 ( Bel-2 associated X
protein,, Bax) £ 75 [& Hi {4 (2772) . H Pt Caspase-3 £ 75
BEHTIR (9662) (£ [E CST 2 F) 3 G bt B i H il 12 it 1
T ( glyceraldehyde 3-phosphate dehydrogenase, GAPDH )
Z siEDLIA (AB-P-R 001) (U Bt =AY A BRAF]) 5
NLRP3 i il 7] CY-09 (3£ Selleck 23 1] ) ; 40 i i1 % iat
F & 8 ( cell CCK-8 ) ( %
MedChemExpress /3 7)) ; APC/7-AAD 4 g 8 7257 &
CRBEE=HT AP BB A BR 2 7] ) 5 37 4 4806 0 357
& RIPA 24 \BCA 3 1 Wk B 50 & (_RifE 3
DRAEYHARGIRA ) 3 A B AL (superoxide
dismutase, SOD ) }& N — ¥ ( malondialdehyde, MDA ) A=
it & (o A Y TR ) . CO, fH i 35
Fr4 ( H A Sanyo 24 m] ) 8] 8 A 22 B BB ( H A
Olympus 2 &) ) ; 4 B 3h i b5 4% ( 3£ Thermo Fisher
Scientific 7Y &) ) ; i 240 ML {Y ( 35 B Beckman Coulter 2%
A ) 5 VKA R L DR (G S — A ) 5 B R A
DAL (P E Eppendorf 23 7] ) 5 Ikt & 3 B0 0L ( 13 7
AP BEST R AT o

1.2 J7ik

1.2.1 &5 RPE Ui (i Bd g vr L ARPE-
19 4i Mk , & BT 80 10% i 4= 1ML 35 19 DMEM/F12
B IR, BT 37 C RT3 40 5% CO, 8 I B 5% 46 Hh 15
It o WL T BRI AR IR 2 R4 10 40 i 0 o IE
O B R 2, S ) TR R AR R AR
30 mmol/ L 7 25 0 5% 35 W 5% 3% 48 hy,

1.2.2 FOUHREN B A WAk~ A 6 ok G I A 6 3 IR 21
N e B A0 SRR A G F8 AR (1) DCFH-DA %¢
DR RN A 41240 Ml b ROS & i B 4185 5% 48 h
f 4 M, BT Mk R 0.25% JBR A B 1L 40,

counting  kit,

1 500 r/min B0 5 min, WEE 20 0 5 F G I35 K5 37 W%
HE 1:1 000 7 B¢ DCFH-DA , {fi & ¥ & 4y 10 pwmol/L, H]
i B4 1) DCFH-DA F 24 i, F 37 CHEIR KRN
I E 20 min, Ji A 40 AL EHLREI ., (2) 2B fk
B A 45 40 i rh SOD 3% J3 fEL AN MDA R B K 4 i
A 2x10° 4~/ml %5 B B2 Ff T 6 FLAR WSk 45 4140 g
A EP 4 H in A 200 pl XZE K, B %A TR A
3~5 s, 57 BUEHE 1 5% A —20 °C pk 46 il B 20~ 30 s,
WO TR N AFVRYY S min(EP & N KGRI ), B
WEAEE R 3 K TE AT K 513 T 5 000 1/ min
B0 5~ 10 min, B W W R . 20 AR 95 SOD i
MDA A Ak 350 £ 3 B 45 %5 b 5 3 84T SOD 1% J fE A
MDA ¥ BRI

1.2.3 CCK-8 LA I AN [ v FE CY-09 1 H 5 41 i 3
A B T 6 B0 K YT A, AR 5 10° A4~/ml
(1% 5P 240 i B T, 2 PR L 100wl 53 200 i Ak Y 34 &) 43 o
96 fLAk [ B R s I ALAE S X IR B F 37 °C
5%CO, R A FOe BE (1 254 R RG ARl i, #e iR 1,201
A3 DEAT 3 2 b B, S B B R AL RN g B 2 40
BIBA 0.2.5.10.15 A1 20 wmol/L CY-09 #5348 h,
B EEALIMA 10 pul CCK-8 ¥, F 37 CHi 5% 4 h, ik
10 min, i i 4> B 2 B bR AN 22 25 FLAE 450 nm 2b f) IR
FERE (AME . TR AL R R B CY-09 &b 5 41 ff 3
AR A AR R (%) = (EmA AH-FEfLAH)/
(IEF X IR4L A {H -2 FHL A {f) x100% . R 45 41 i 338
AR RE CY-09 1 T A9 & B B

1.2.4 30 =X 40 0 R &G 0 40 B 8 T 3 O 40 i DA
2x10° A4~/ml %% BE R T 6 FLAC 5 40 43 o IE 3 %
MR (IE H +CY-00 21 ey M 4R S B+ CY-09 41, Jp
1E # +CY-09 41 Fl 5 B +CY-09 20 55 35 % iR
15 wmol/L CY-09;4%% 48 h,1 500 r/min & .[> 5 min,
WO AN B . 2 B Annexin-APC/7-AAD 41 B U8 T # I
TR B UG B AT ERAE , W R R 22 vh R R TR A0 L, A
500 pl FAEZE ph B AR, 3 B A S wl 7-AAD
Annexin-APC Je o 23 F#EEHEE 15 min, A5 40
P ASCAG: T 4% 2H 40 it A 9 TR

1.2.5 Western blot 3% 4 il 41 Jfu 4 KE /A K 8 (.
PTG A M ERE R 12,4 F g4 4l
ML, i A 400 pl RIPA i W 58 70 R % 20 M,
12 000 r/min B5.0> 10 min, J2E40 ML 45 5 5, BCA L
SEE WAL . f AL BAE 40 wg B A HEAT SDS-R P It
JiE VR e R K, FF B P B ED & PVDF S OSSO
50 g/L JBERE W3 k3 (1) TBST 28 sl N 2 BT 2 h, i A
GAPDH NLRP3  ASC , Caspase-1,Bcl-2 Bax, Caspase-3
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—H(H1:1000 7 B ) , 4 CoER &, & W5
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MDA ¥ fF 5 (4.92+0.09) nmol/mg, B i & T IE & X}
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CY-09 Zb ¥ 40 ity 4 /B R BR L, 2R A BRI ¥ &
X (F=6.729,P=0.003) ,3LH 2.5 .10 1 15 pmol/L
CY-09 4b P 40 i 1Y 38 42 £ 5 0 wmol/L CY-09 b 3 41
Mit %, Z R W R GE it 8 X (¥ P>0.05);
20 pmol/L CY-09 b 3 4 Ay (1 34 4 2 B B (K F
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(P<0.05), = 884 o A [8) T & ok B2 CY-09 ik 3
ML AR BRI ERAESITEE X

(F=39.490,P<0.001) ,H & 2 pmol/L 1 5 wmol/L
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M b4 22 S M e g it e L () P>0.05) 510,15 A1
20 pmol/L CY-09 kb 3 241 Mg 9 34 £ ] & & T
0 pmol/L CY-09, % B A G i % & L (# P<0.05)
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(BSEREAS 4585 ,n=3)  ROS: GRS ; MDA - Y 8% ; SOD : # A ik
1y 08¢ A ity
Figure 1 Comparison of ROS content, MDA concentration and
SOD activity in RPE cells between the two groups A :Comparison of
ROS fluorescence intensity ~ B: Comparison of MDA concentration
C:Comparison of SOD activity Compared with the normal control
group, " P<0.05 ( Independent samples t-test, n = 3) ROS; reactive

oxygen species; MDA ; malondialdehyde ; SOD ; superoxide dismutase
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Figure 2 Morphology of RPE cells after 48-hour culture in the two
groups (x100,bar=100 um) A :Cells were full polygons in shape and
gathered in clusters in the normal control group B:Cells were scatteredly

distributed with low density in the high-glucose group
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F1 EENRANSHEARERE CY-09
4b 32 248 38 4 3 Lk % (mean=SD, %)
Table 1 Comparison of proliferation rate of
cells among different concentrations of CY-09
treatment in the two groups ( mean+SD, %)

2l it BR 4 =
0 pmol/L 3 100. 00+ 1. 98 66.50%1. 56
2 pmol/L 3 100. 28+2. 39 67.78+1.73
5 pmol/L. 3 99.86x1.55 70.78+0. 53
10 pmol/L. 3 99.3322. 63 79.51%2. 53"
15 pmol/L 3 95. 1422. 65 87.902. 08"
20 pmol/L 3 90.43x1. 43" 79.36+2. 17°
F 6.729 39. 490
Py 0.003 <0. 001

E: 5% AHMN 0 wmol/L CY-09 4b B L, " P<0. 05 ( B [H & J5 2 ¢
W, LSD-t 46 %5 )

Note : Compared with the respective 0 wmol/L CY-09 treatment, “P<0. 05
(One-way ANOVA ,LSD-¢ test)

2.3 %?H?lﬂﬂﬁl NLRP3 485 /IMAAH S H R Gk LA
M RRAL IE 5 +CY-09 41 | ey 4l 2L AN = 4 +C Y -09
ZH NLRP3 ASC |} ’ﬂf, Caspase-1 ( cleaved-Caspase-1, 1H
X 43§ B Sy 20 000) 8 AH X 2R3k i AU b A S
WH G %2 X (F=158.700,172. 100, 135. 100, 1§
P<0.05) ., Caspase-1 Fij{4 ( pro-Caspase-1, #8 X} 43 T Jii
N 45 000) X R AA B BRI, 2R BaIT Y R
X (F=0.195,P=0.897), 1E & +CY-09 £4 NLRP3 I
ASC 2 [ A X 2 0k i I 0 AR T O W X BT, AL
NLRP3 ,ASC #ll cleaved-Caspase-1 #f X} 3 ik & B & &
WO B2 AR R+ CY-09 422 e A gt B X
(¥ P<0.05) (83,3 2),

1 2 3 4 AT 53 W it

NLRP3 | S s— S S (5 000

ASC | —— - — 22 000
-— aam s e — 500

pro-Caspase-1
cleaved-Caspase-1 | S W e — ) 000

GAPDH DD S Sy — 37000
@ 3 &% RPE A} &K E/NE NLRP3 ASC #1 Caspase-1 EH &
BikE IFH+CY-09 41 NLRP3 ASC il cleaved-Caspase-1 & [ 4%
WTF%TEMJ M, B 20 NLRP3 (ASC . cleaved-Caspase-1 75 [
mﬂ?fﬁ?ﬂ?ﬁ%ﬁ}m?ﬁ*ﬂmﬁ%\f 09 £ ; pro- CaSpaqe 12 H &
JREEAE A LR O] 22 5 12 0E 3 X BT ;2 IE# +CY-09 253 %
Wi ;4. @ fi+CY-00 20 NLRP3: 4% 1 iR 25 & 5 B AL 25 # Sk =2 14

KR Pryrin G5 R [ 35 ASC . T2 AH C BE 2 R 1 ; GAPDH : %
T2 5 4
Figure 3  Electrophoretogram of NLRP3, ASC and Caspase-1 in

different groups detected by Western blot Compared with the normal
control group,the intensity of NLRP3,ASC and cleaved-Caspase-1 bands
was decreased in normal+CY-09 group. Compared with the high-glucose
group, the intensity of NLRP3, ASC and cleaved-Caspase-1 bands was
decreased in the normol control group and the high-glucose+CY-09
group. The intensity of pro-Caspase-1 bands was not significantly different
among various groups 1 :normal control group;2:normal+CY-09 group;
3:high-glucose group;4:high-glucose+CY-09 group NLRP3: nucleotide-
binding domain,leucine-rich-containing family, pyrin domain-containing 3;

ASC ;apoptosis associated speck-like protein containing CARD ; GAPDH ;
glyceraldehyde 3-phosphate dehydrogenase

2.4 %éﬂéﬁiﬂ@ﬂ%i%tbﬁ

WA IR 2 IE W +CY-09 41 | i B4 L B +CY-09
ggémﬂ@?}%i%ﬁﬁ}%ﬂﬂy(& 67+1.05)% .(5.1220.19) % .
(21.68+0.41) % H1(13.96+0.07) % , Mik L 5% 2 B4
il a5 L (F =346.300, P<0.05) , H v 5 5% 41 40 i
P TR WL o F IE H 6 BRALR S B +CY-09 41, 22 5 3
H G 2F 7 L () P<0.05) 5 1E % +CY-09 20 41 ffd 3 T

AR T IE 7 0 B, 22 S 048 it 2 7 L (P>0.05)
(FE4).

x2 HHEAHH NLRP3 ASC 0 Caspase-1 & H X % ik £ Lk % (mean=SD)

Table 2 Comparison of the relative expression levels of NLRP3,ASC and Caspase-1 among various groups ( mean+SD)

21 51 HACH  NLRP3 H AN ik Bt ASC EHEAMIXKikt  pro-Caspase-1 H FAMIXT KA H  cleaved-Caspase-1 # A X KA &
1E X B2 3 0. 186+0. 030 0. 2070. 004 0.4190. 038 0. 0480. 003
1E % +CY-09 21 3 0.078+0. 003" 0. 112+0. 007" 0. 4170. 044 0. 025+0. 009*
1 3 0. 398+0. 002° 0. 489+0. 034° 0.399+0. 030 0. 156+0. 010°
B +CY-09 28 3 0.277+0. 004" 0. 339+0. 003" 0. 421£0. 007 0. 0890. 002"
F 158. 700 172. 100 0. 195 135. 100
P <0.01 <0.01 0. 897 <0.01
TE 54 B IE 3 X B2 HL g, P<0. 055 5 45 H WAL He 4%, " P<0. 05 (B[R 267 2243 BT, LSD-1 £ %% ) NLRP3 .1 TERACE B W Z IR KR &

Pyrin Z5F IR F 3; ASC: JA ToAH R BE i FE R H

Note : Compared with the respective normal control group,®P<0. 05; compared with the respective high-glucose group ,"P<0.05 ( One-way ANOVA, LSD-¢

test) NLRP3: nucleotide-binding domain, leucine-rich-containing family, pyrin domain-containing 3 ; ASC : apoptosis associated speck-like protein containing
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Figure 4 Apoptosis of the RPE cells in various groups

cytometry results of various groups B:Comparison of the apoptosis rate

among various groups F = 346.300, P <0.05. Compared with the

normal control group,“P <0.05; compared with the high-glucose group,
"P<0.05 ( One-way ANOVA, LSD-¢ test, n = 3)
group; 2: normal +CY-09 group; 3: high-glucose group; 4: high-glucose
+CY-09 group

1. normal control

2.5 %QEQH]H@ Bax .Bcl-2 }% Caspase-3 K [ ik L%
OO HRZH L IE B +CY-09 ZH | i 4L A B+ CY-09
éﬂlﬁléﬂ]ﬂ@ cleaved-Caspase-3 \Bax fl Bel-2 & (I #H X £ ik
HOOR AL, 22 R A Gt 2R B L (F=85.930,239. 200,
332.200,%) P<0.01), 4% ¢H [8] pro-
Caspase-3 # [ A X 3Rk i B A 1L
B, EFIEG R X (F=0.525,
P=0.677), 1IE# +CY-09 4 Bax [

1 2 3 4 AR 53 o ik
pro-Caspase-3 -‘-‘ —— 35000
cleaved-Caspase-3 i i ** —_ 17000
Boll | —— . e 26000
cappH | DRSS 37 (00

5 &AM 8% E Q Bax, Bel-2, Caspase-3 3k % B ik B
1E# +CY-09 4 cleaved-Caspase-3 fil Bax %K [ S K BE 55 T 1E A B
21, Bel-2 2 [ 45 K BE SR T IE 5 X BRAL; =5 W 41 cleaved-Caspase-3
1 Bax 35 [ 257 R BE 3 T 1E H X7 M8 210 R B 41 +CY-09 41, Bel-2 3
[ A% DR BE 55 1 1K B 0T TR R i i 4+ CY-09 4 ; pro-Caspase-3 3 [
Aol KA M EW] 825 5 1 IE R A IR 2 IE % +CY-09 41 ;
3.E A 4. S +CY-09 4 Bax:Bel #3¢ X 2 9 ;Bel-2: B k41
JL3% ; GAPDH . 4 R H il 1 Ji0 0 It

Figure 5 Electrophoretogram of Bax, Bcl-2 and Caspase-3 in
different groups detected by Western blot Compared with the normal
control group, the intensity of cleaved-Caspase-3 and Bax bands was
decreased and the intensity of Bel-2 band was increased in normal+CY-09
group. Compared with the high-glucose group, the intensity of cleaved-
Caspase-3 and Bax bands was decreased and the intensity of Bel-2 band
was increased in the normal control group and the high-glucose + CY-09
group ; the intensity of pro-Caspase-3 bands was not significantly different
1:normal control group;2:normal+CY-09 group;
3. high-glucose group; 4: high-glucose + CY-09 group Bax: Bel-2
associated X protein; Bel-2: B cell lymphoma-2; GAPDH : glyceraldehyde

among various groups

3-phosphate dehydrogenase

3 itig

e B PR B RO RPE 20 P S 0 38 s Bz, 7 A
KA ROS, it A 20 M 5 1 453 05, o 4% 30 e 468 103 2
Ay s RPE 40 Mg 6 v . RPE 401 iy 94 7= # 5 uiy
ROS [9{i§ B & PEDF <5 ¥4 [ 1 ) 73 i, A vl fig

K3 HZAMB G Caspase-3 . Bax 1 Bel-2 F H # Xt R 3% = Lk 8 ( mean+SD)
Table 3 Comparison of the relative expression levels of Caspase-3,Bax and
Bcl-2 proteins among various groups ( mean=SD)

cleaved-Caspase-3 2B FIAHA kbt 4y pag  PoCupased  clenedCapase3  Ban ® aﬂ Bel-2 ;i
(BT 1F 3% % T2, Bel-2 28 14 M % LRSS LRSS LRSSy A X 23k
N . IE X R 3 0.604£0.025  0.083+0.005  0.301£0.028 0. 1000, 001
AL TR R AL, 22 5 8 EH#+CY-09 4 3 0.617£0.013  0.051+£0.006"  0.1230.006"  0.244+0. 006"
AHITARE (P P<0.05) 5= o 3 0.613£0.012  0.190£0.011°  0.68520.022°  0.0500. 004"
2H Bax K cleaved-Caspase-3 K [ g#i+CY-09 4 3 0.598+0. 010 0.137+0.011"  0.572+0.029"  0.174=0.010"
MR R ES TESS By s Fi 0.525 85. 930 239. 200 332. 200
0.677 <0.01 <0.01 <0.01

W2 +CY-09 41, Bel-2 & (A %) P

23K BT IE H O0k IR 4R o 2

5 IEH U IR LR, P<0. 055 55 B M2 Mo, " P<0. 05 (B [ % J7 2540 H7, LSD-¢ 46 3)  Bax:

Bel +ﬂ3€ X # H s Bel-2: B ik I 20 i3 R 12

+CY-09 4, 5 WA FHIT¥E S
(¥ P<0.05) (K 5,%3),

Note : Compared with the normal control group,*P<0. 05 ; compared with the high-glucose group,”P<0. 05
(One-way ANOVA ,LSD-¢ test)

Bax:Bcl-2 associated X protein;Bcl-2:B cell lymphoma factor-2
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