5528 B4 6 0] FEXRAFFERE Vol. 28 ,No. 6
202243 H Chinese Journal of Experimental Traditional Medical Formulae Mar. ,2022

21 Z X R R T S IR 40 i Bel-2/Caspase-3
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[HEZE] Bl W 24 (HPS) 4 B A% 3% T 25 I 400 (SCs) B 40 ik ELRT-2(Bel-2) |2 ik 4 R K & SR 2K 11 /K
fi# litF -3 (Caspase-3) \Bel-2 AH 3¢ X 4 [ (Bax ) {5 53 5 (19 52 W, 4835 HPS 76 36 97 4% JR s J& [ 40 22995 75 (DPN) 3 72 Hh 1T 6 19 1
L. Foik UL A 5~7 d 9 SDFLER 4 H BENL A 4 IE % 20 S WAL (HP S+ 20 o 3 T2 (a-LA )+ Ml 2, DA A B 1ft 25
I FEHUSCs, A 37 °C, 5% CO, 35 FE 46 85 5%, 708 40 I 15 44 A 80% J , 40 Jit 488 7 5 106 M 4G I ( CCK-8 ) 125 7 3 ‘L v Al , HP'S J¢
a-LA T T /Y 52 56 vk B, 2B 1 B 28 Bl 7 (Western blot) , 52 B 2% % & & 3 & B 8% 3L ) 7 (Real-time PCR) #; il Bcl-2 ., Bax .
Caspase-3 75 5 mRNA A R IA I, BRIE 2 1 V-5 6 FUER ¢ 56 R (Annexin V-FITC) /R Ak 7 &8 (P1) 3% i =X 41 A A 6 0 45 21
SCs YR T3 . &5 R : Western blot, Real-time PCR & I 25 5 7~ , 5 1E % 4 L3¢, @M 4 Bel-2 5 H M mRNA & ik K F FRAIE,
Bax.Caspase-3 i ['1 X mRNA 5K VT4, 22 54 Go it 2% 5 L (P<0.01) ;55 w4 LS HPS+ R4 a-L A+ A 41 1Y Bel-2
T M mRNA £ 35 7KW 2 7+ 5, Bax . Caspase-3 25 1 & mRNA F ik 7KW AL, 22 R A G0 2% 2 L (P<0.01), Annexin V/
PLVE Ui =04 I ARG I 25 3 7R, S5 IE 4L L3¢, mi B4l SCs Ji T2 22 Bl B35 i 5 55 = WAL Lb 3¢, HP S+ W41 R a-LA+= Bl 41 SCs
T REBERAM, 25 A58 L (P<0.01), £5i8 : HPS AT LIyl 52 SCs I 7 5 AR 25, He A8 FH ML AT BE 5 90 ) Bel-2/
Caspase-3 15 538 [ BI6 A X .

[REIR] LM MR R B WAL TEEMM,; TN ; Bk A MRE-2(Bel-2); EHER KA ARE N
JK fiftfif-3(Caspase-3) ; Bel-2 #19¢ X 45 (1 (Bax)
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[Abstract] Objective; To observe the effects of Hedysarum polysaccharides (HPS) on the signaling
pathways of B-cell lymphoma 2 (Bcl-2) , cysteinyl aspartate-specific protease 3 (Caspase-3) , and
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Bcl-2-associated X protein (Bax) in Schwann cells (SCs) cultured in high glucose, and explore the possible
mechanism of HPS against diabetic peripheral neuropathy (DPN). Method: Four SD suckling mice aged
5-7 days were randomly divided into a normal group, a high-glucose group,an HPS + high-glucose group, and an
a-lipoic acid(a-LA )+ high-glucose group. SCs were extracted from the sciatic nerve and cultured in a 37 °C, 5%
CO, incubator. After the cells reached 80% confluence, Cell Counting Kit-8 (CCK-8) was used to screen the
experimental concentrations suitable for high glucose, HPS, and a-LA interventions. Western blot and Real-time
polymerase chain reaction ( Real-time PCR )were used to detect the protein and mRNA expression of Bcl-2, Bax,
and Caspase-3. The apoptosis rate of SCs was detected by flow cytometry using Annexin V-fluorescein
isothiocyanate (FITC)/propidium iodide (PI). Result; As revealed by Western blot and real-time PCR,
compared with the normal group, the high-glucose group showed reduced protein and mRNA expression of Bcl-2
and increased protein and mRNA expression of Bax and Caspase-3 (P<0.01). Compared with the high-glucose
group, the HPS + high-glucose group and the a-LA + high-glucose group showed increased protein and mRNA
expression of Bel-2 and decreased protein and mRNA expression of Bax and Caspase-3 (P<0.01). As displayed
by the results of flow cytometry using Annexin V/PI, compared with the normal group, the high-glucose group
showed increased apoptosis rate; compared with the high-glucose group, the HPS + high-glucose group and the
a -LA + high-glucose group showed reduced apoptosis rate (P<0.01). Conclusion: HPS can alleviate the
apoptotic response of SCs, and its mechanism may be related to the inhibition of the activation of the Bcl-2/
Caspase-3 signaling pathway.

[Keywords] Hedysarum polysaccharides; diabetic peripheral neuropathy; Schwann cells; apoptotic

response; B-cell lymphoma 2 (Bcl-2) ; cysteinyl aspartate-specific protease 3 (Caspase-3) ; Bcl-2-associated X

protein (Bax)
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HI A 58I, DPN 5+ 0 i i b -5 3500 W s AR 35
LG BR B A | R RE N L R RN L ARk B R S
MR EA K, VOB 20 s L a1, SR
16 52 i 5 B AN I L Bt SR Ak I L st AR 3R AL S
L IT RO RRE TR0 0 A AL IR U7 6 DPN
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BEA, il S AR PR (ZE A, S (0 2 20 L 1Y) 45 A8 AN T
Bk AE M2 fE S A, UL IR 7 DPN A 20 56 7 #f
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(NF-«kB) IL-18. &5 iF %% % (1 1 (HMGB1) . Toll ¥
ZAK 4(TLR4) 11 & mRNA 235, 83 R 0E =2 v &



528 B4 6 Wi HEXBAFZRS Vol. 28,No. 6
202243 H Chinese Journal of Experimental Traditional Medical Formulae Mar. ,2022

FR A A G AR R R B, b B T
R AR SCs 58 i 16 1, 6 20 i 8 1, = B R 85 15 &
SCs i T~ A i J& DPN & i i AL, A L ik
J¥ DPN 1Y KRR Hbw o WA D @i 7= T
SCs WAL, 5§ 75 i#f — 2R 15} HPS %t DPN 1Y ] g
FHALS, DL R i R N M B 2% BF 92 48 (it 3 38
WA -

1 ##

1.1 SEE i ik 5~7 di SDFLRL4 H, M,
H A T R 28 R 2 S gl ) b R At A R TR
5 SYXK(H)2015-0005, M A2 B i 2835437 #E HL SCs .
SEI S FRAT B B A0 BEAH SCHE T IR

1.2 2% 5350 HPS, ZL Kk Al A H k2 2% %
2GR R A BR A LIS 160627, d R b BE 25k
Sy o B AR A R B R AR A OC T AR, 4l
87.44% . a-Bi ¥ R (a-LA) 7 5 (7 52 24 b 45 A %
By A BR 2\ 45 H20055869) 5 i 248 1 i ( 26 [
Clark 2% & , it 5 JC63463) ; 0.25% [ & 1 B .
DMEM-F12 55 7= ¥ (32 [E Hyclone 28 7 , #5435 4
J140032.26386) ; RIPA %4 fiff i (At 5% 35 1| 3¢ 28 w41t
5 C1065) ; BCA 1 [ & 1 i ) & BB W by | 2
= TEE(Tris) SxEH LHZNR HER-HER
74 W& . Hank's Blanced Salt Mixture ( b 51 2% 3 & 2
"o, #t 5 W A PCO115, 408B114, 416J085,
20150321.0503 ,H1040-500) ; DAB & i 7 & (b
SRR EY A F) LIS K163323C) ; SCs 4R KT
Iy (3% & ScienCell A ] L it 45 26050) 5 1 g Ji7 4
R (I o R R A B R 2 W)L 65 17100-017) 5
MiniBEST Universal RNA Extraction Kit #2 BG=R 7 &
( H A Takara 24 A , it 5 AKG2520A) ; AR i % 1k
Y (HRP) B3 10 09 1L F i fe S % Bk A 1 G (1gG) —
Bt B 4 i bk EL 9 -2 (Bel-2) —$i \Bel-2 M X X H
(Bax) — #1 ( 35 B Abcam 2\ @) , #t 5 4 % K
GR3188552-1,LZD14365.LZD17174) ;8- 3l & H
(B -actin) | 2 Bk 2 B2 K & & IR & B K fif 1§ -3
(Caspase-3) — P ( 3 E Immunoway A & , #it 5 43 5
4 B2804 . YT6113) ; 41 g 3 5 5 1% P 46 I (CCK-8)
R & (BRI A AL S 1Q702) s B AR 45 & E
/il Ak 79 BE ( Annexin V/PD) i 72357 & ( F i & H
WA R LS 55654) s 0t E EIR ) & i
F ik H & (% B Bio-Rad 24 A L, #t 5 4 %k
L006363A . L009434B) .

1.3 Y& BCM-100 #HE G TAE & (R Mgk i &
2y ) ) ; Allegra 64R I & 5 5 3 B 0 ML (32 H

Dynamica 2 A ) ; Powerpac Basic 164-5050 % Hi, Jk
X . Gel Doc XR+#E I W14 43 1 & 4t ( 55 [H Bio-Rad
/N ) ) 5 CP522C RS % o F 43 B KOF (1R B 52 i
W) ) 5 88-1 BURE Iy fin At FEAL (4 I 1E FA RS A W] )
HVA-85 B 4> [ 3l & J& 8 2 % ( H A& Hirayama 2
7] ) ; DW-86L626 % -80 °C# ik I vk 4 ( H [ ¥ /R 2%
] ) ; CytoFLEX S % i = 20 B A% ( 3 [ DU 53 2 )% R
/3 H) ) ; Histoon Lab 1-20 %98 2 7K A3 (9% = B} /R it 7K
S A7 BT ) ; WD-9405FN /K -8 R (b 5T /S —
AR ) 5 Q5000 AU G £ 48 41 43 BT A (55 [E Quawell
A ] ) s MCO-20AIC B — S A i 15 7240 ( H A =7
PR 2 ) 5 PRO200 #Y 40 21 5] 3% 2% (32 |8 Bio-Gen 24
) ) C1000 7Y 5 B 9%l 2 1t 2R 45 W 5% =X 2 1 (Real-
time PCR){¥ . Trans-Blot Turb &= fE M & A E R 4t
(% H Bio-Rad A 7)) o
2 Ak
2.1 HPSHHl& T2 Rk iR 1 h,100 °C
TR I3 Y, BRI L b, A I 3 WRIE W, N K £ B
i $2 BT 75 B LK 20 %, ## B 30 min, 250> 30 min
(3500 r*min, 25 °C, & L2482 14 cm) . B3,
ToK B RE R IR 75%, ERCE 12 h, X
Y BUDLTE , UK R )5 3 500 remin', 25 °C & .0
30 min( B0 Y48 14 om) , JINTE 7K T 22 1 T+ T i
ik 85% ., F IR E 12 he 5 B, WULHE , ORI i
Je G B0 o Sevag VA AR 1S INTE K £ B
WA B IR 75% , R CE 12 h, i 08 I DL, K
WH TR CE NER 2Bk 2 2 Wb Pk Ul vE , F
50~60 °CI Hs T4 , (IR PR 855 DR A7 o
2.2 SCsHEHu54lifk
2.2.1 SCs#EHt  #EHUH A4 5~7 d iy SD ZL B, Ak
B FIALFE , 75% £ B3R 39 10~15 min, 76 H5 TAE S
HR R A A A 28 i B Hank's A9 85 5% L
WK A A 2R B B/INBE L A 0.25% 1) AR 11
1 mLJitA 37 °C,5% CO, 5 #2446 14k 15 min, 10% /i
A3 LR T AL . BERR T 25 e B SR T, WA
TOULEE i 418U BE i A DMEM-F12 5% 4 85 5%
W2 mL, A 37 °C,5% CO, i A5 98 . /bR
[E1) 240 Jif T 4y il A O A R i A A Rl AT Ak
2.2.2 SCs#ift FERIFFRW A 0.1% 19 T B 5
AT 0.05% Ay AR 14 1 mL, 155 40 i 722 B T
Uy DI BE B8 V% I 10% B 2 138 20k 4k . AT 4
Jit AT B B R A B, R BT R SR A
37 °C, 5% CO, 55 3% 46 i B, 148 0 2F 4k 40 Jf 0 B
1 0 2 4 M = W S A BT 85 3R/, i A DMEM-F12
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SEANIRM 2 mL. FFANAREE 5 80%, A L - #
Y, R AL ~20, AT AR R 4 SCs WK 1.

Bl1 SHESCs (ff] E W EE, x100)
Fig. 1 High purity Schwann cells (invert microscope, x100)

2.3 CCK-8 i Kl AN W) vk Ji w5 4 % SCs 34 4 7% 4
M52 B B0 K0T SCs, 4% 4x10° A4~ /4L 32 Ff
T 96 FLA, 20 ) B B as A (R AR 3R ), 1E W 4
(e B 17.5 mmol-L"), 25 mmol- L' ¥ ik & 4,
50 mmol- L' #F ¥k & 2H , 75 mmol- L' 4 ik J& 2 |
100 mmol- L' B BF2H , 125 mmol- LBk F4H . %
G3 AT 43 550 i A 96 FL AR , K U AT 1 h jim A CCK-8
KA B SRR E 1 h, AR AL 450 nm &b 19 T B
A,HE 3G A S5 F R [R)BE v B X SCs 1
ERER I

2.4 CCK-8 K il A [A] ¥k B2 HPS X SCs 4 58 1
BRI OB A: K A SCs, i 4x10° A4~ /4L 32 Fh
F o6 fLMR o 43 B8 B 2 AL (TEAN B 55 3R ) , IE
WA (YR E 17.5 mmol-L7) , w5 M4 (&
50 mmol-L™"), 6/~ 6 B ) HPS (2 i 1 vk B 30 .
60,20, 240, 480, 960 mg-L") + & B 4 (& W JE
50 mmol- L"), 3% 4 4L 7 43 5 A 96 FL Ak, K il Aip
1 hjim A CCK-8 ik 5, ¥ = 4 & 1 h, il A5 A I
450 nm AL 19 A, T 5 3R AR A4 45 TS ) e
HPS X} SCs 5 5 1% 14 19 52 W)

2.5 CCK-8 Kl A [F] e BE a-LA XF SCs 3 5 15
M 82 B B0 K0 SCs, 4% 4x10° A4~ /L $22 Ff
F 96 fLMR o 43R B2 (AL (TE AN 15 3R ), I
WO (LW E 17.5 mmol-L") |, & BF 4 (& ik B
50 mmol-L™"), 6 4~k B 46 3 1 a-LA (UK JE 24 .48,
96, 192, 384, 768 wmol-L") + & B 4 ( & Wk B
50 mmol-L") . 43 AT 43 7 i A 96 L Ak, 4 il
Hi 1 h A CCK-8 17, K SR 4 0 & 1 h, 5 45 AL
450 nm Kb 1Y A, B 3 ARG A 25 R TR Rk
a-LA Xt SCs 34 58 17 1 (1 521

2.6 Annexin V/PI & 7 = 40 Mo AR K I 4% 24 SCs
PTZF K 420 SCs R T 25 THFRIMh , B 20 3
o B5F%I5 1 mL 0.25% BRI 1k, TTBOHCK: 15 FE AR

. 74 .

20 B E 5 R (1~5) x10°A4/L, B A 10 mL B .04,
1 000 r*min" &[> 5 min( 02K 42 14 em) , H 1 55
Wi, PBS PR 1K, B0 5 min. FH AR 10 % W 62 40
Jd, 2 IR G E 15 min, B0 5 min, 8 B2 5 28 v
(PBS)VEH 1Ko AN A %G W (SA-FLOUS ) 4 °C
I8 20 min, BTN BT RSN . 7E XU g = A0 )
A I T b TR B A A 3 RS RS 40 M« 22 2 BR
FITC/PI 4 ifd , B IE % 1% J1 4l ; 4 N 2B FITC/PI
S, BN T AN A s A B R BR FITC/PI 4t i, B AL T
4l

2.7 Real-time PCR % ] Bcl-2, Bax ., Caspase-3 [
mRNA %35 $2HUSCs i RNA, 4 i Real-time PCR
TR B AR U F PCR AR E 47 I, 336 7 3% 58 Bt
J& , M4 T A Bel-2 \Bax Caspase-3 [+ FiiF 5| ¥ 3
R B, ¥ B SYBR Premix Ex Tag™ T i BH 5 ¥k 47
PCR ¥ 34 2 v , PCR & I 4% 7 (& % 20 uL) : 95 °C
i 25 P 30 5595 °CAEME 5 s, 60 °CHB K Efifi 34 s, It
40 ™MEH . FH FTC-8000 5 B 2% % % it PCRAY [ ¢
F 43 BT J1F L E R e S 1, DU X A RQ
(A XF R Gk & 22 AT e it or b o 5191 )% 91 i
NCBI Primer-blast % i1, 1 75 M & MER & . 519
JPA L2 1.

x1 31MF5
Table 1 Primer sequence
R FFA1(5-3) KB /bp

B-actin I ¥# 5'-CTAAGGCCAACCGTGAAAAG-3' 64
Fi# 5'-TACATGGCTGGGGTGTTGA-3'

Bel-2 L #5'-AAGCTGTCACAGAGGGGCTA-3' 97
T U#5'-CAGGCTGGAAGGAGAAGATG-3'

Bax i 5-CTGCAGAGGATGATTGCTGA-3' 174

N7 5-GATCAGCTCGGGCACTTTAG-3'
Caspase-3 " 1l# 5-“GGACCTGTGGACCTGAAAAA-3' 159
N7 5'-GCATGCCATATCATCGTCAG-3'

2.8 FE [ E BT ¥ (Western blot) K Il Bel-2,
Bax.Caspase-3 H R FEH SCs B & M1, il B
LREUEAT K, B 5% IR W Ry E R B A 2 h S
43 ) A & B OBE — P Bel-2 (1: 1 000) | Bax
(1:500) .Caspase-3(1:1000),4 °CHEH ot . A
AN —H1(1:5000) . ECL AL KGR 5 , B L
1443 BT A B 1%, Image T BSR40 01 22 48 647 H 1
S5 IR R BE WO B 43 AT o

2.9 GiitsE i K JH SPSS 26.0 HEAT ST,
B AT A IEAS 50 A0 J7 22 55 P DA xs Row L 4[]
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Ll 35 SR FH B PR 28 2 40 i, 0L 1) T TG LG 3R /D
8 22 5 (LSD) -t K 56 5 45 7 228 5%, R HAES HL
Kruskal-Wallis H K 56 , LA P<0.05 %5 22 34 4112
3 BR

3.1 48 hoR A Mk X SCsHEFE IR PR R 5 1E
WA, 50.75.100, 125 mmol- LBk BF 4 SCs 1
FE TG M2 T [ (P<0.01) ;5 50 mmol - L Wi 5 40 e
A,75.100 125 mmol - L™ A 5 241 SCs 3 58 16 14 T
(P<0.05),50 mmol- LAk B2 i, SCs 3 58 15 PE ok H.
TR 2, R I £E 50 mmol - L E A b T HiAY
SCHe R, WAk 2.

R2 TEHERETSCs 48 hiEFETML (v£s5,n=3)

Table 2 Changes of proliferation activity of SCs at different sugar

concentrations at 48 h (x+s,n=3)

215 e ¥ /mmol- L .
24h 48 h
EA 17.5 0.84+0.04 1.29+0.03
TR 25 0.810.05 1.27+0.04
50 0.86+0.06" 0.77£0.12"
75 0.82+0.02> 0.59+0.06>
100 0.82+0.09> 0.56+0.13%
125 0.86+0.02” 0.53+0.12%

5 IE A A Y P<0.05, 5 50 mmol- L7 4 A Y P<
0.01;25M414R0

3.2 ANIF) & BE HPS X = B 15 5% SCs 1 58 1% 14 (1 52
W 5 R A AR, AL S HPS 45 Mk 41 SCs 1Y
BE T PR R AR (P<0.01) . 5 A4l FL 5, HP S+ i 4%
)t 2 SCs 1 M 1 2 38 58 (P<0.01) , Fifi 55 HPS ¥ Jif
KM SCs i P3G 5, H W BE7E 60 mg- L A 3k 51 e K
B, PRI e 5 60 mg- L AE Jy HPS 1 i 1) 52 96 Wk 2
W3,

3.3 N [A VK BE o-LA X B 15 9% SCs 34 78 16 1 19
i HIEWARE, S-S a-LA &K E 4 SCs
BB 05 PR B AR (P<0.01) . 5 E B4 L, o-LA+
1o W 4% 700 2 20 SCs ¥ 1 3 1 5k (P<0.01) B &
a-LAVREEYE TN SCs TG P3G 5% , H IR EEFE 192 pmol-L' B
IR e A PR M 76 % 192 wmol L' FE W a-LA T
M SEEGRIE . WL 4.

3.4 HPS X m5 b8 3% SCs R G MR 5 1F
B LA, SO A SCs 1 BH 1 M B BRI (P<0.01) .
55RO A R HP S+ B A L a-L A+ 0 4 4 5 7%
PERF TR (P<0.01)., WS,

3.5 HPS X AR 3 SCs A T- M 5 1EH 4

£3 AEREHPSI HHEEF SCs BRI (x5,n=3)
Table 3 Effects of different concentrations of HPS on proliferation

of SCs cultured in high glucose (x+s,n=3)

41 51 J e BE /mg - L 21 60 8 B 0 1 /%
iE % 4 91.67+1.76
] 50 54.30+6.50"
HPS+{5 M4l 30+50” 63.70+7.48”

60+50> 88.49+1.84%
120+50% 88.11+0.58
240+50 88.54+1.38”
480+50> 82.00+5.87%
960+50* 83.93+4.03%

5 IER AL VP<0.01, 5@ i Y P<0.01;Y R &b
S B ) mmol- L5 45 1120 4 i 36 58 35 1 R 100%

R4 TEKE - LA B SCsHEFEMHM (x+5,1=3)
Table 4 Effects of different concentrations of a-LA on proliferation

of SCs cultured in high glucose (x+s,n=3)

25 #e % /wmol- L 2 Jt0 144 53 1%
152 93.94+1.18
[oL 50x10° 56.20+7.56"
a-LA+E 4 24+50x10° 61.94+6.19%

48+50x10° 84.48+4.68%
96+50%10° 88.89+3.03%
192+50x10° 92.59+1.60%
384+50%x10° 92.22+0.93%
768+50x10° 91.14+0.73%

T 5 IE W L E U P<0.01, 5 B HE 4 T &Y P<0.015 %8 1 4 40
fit 8 B T A 100% (% 5 TR

F5 HPSIEHEIEF SCsEHEFMEMFIM (x+5,7=3)
Table 5 Effect of HPS on proliferation of SCs cultured in high

glucose (x+s,n=3)

21 5 e % /mmol - L' 20 0 358 5 5 1 /%
ERA 100.00+0.00
A 50 47.18+2.97"
HP S+ il 21 60°'+50 82.67+0.99%
a-LA+E B4l 0.192+50 85.25+3.63%

V3R HPS B RS L0 me- L (3% 6-% 8 [F])

PO e 2 A ) TR B S RS i (P<0.01) . 5
2 LG 55, P S+ 3 M 2 1 -1 A+ o 200 400 i 9 1 %
BEFEME(P<0.01), W6,

3.6 HPS Xf & B K% 3% SCsBax. Bcl-2, Caspase-3
mRNA £X W Zm Mg REn, 5EF4HLK
B, % B 4 Bax . Caspase-3 mRNA % ik /K F F+ &
Bcl-2 mRNA £ kK P REAR, 22 57 BA G2 8 X
(P<0.01) . 5= B2 L8, HPS+ R f 4 a-LA+
BE 20 Bcel-2 mRNA ik i % J} & , Caspase-3. Bax
mRNA B Rk B E M, 2R BASIT¥E X
(P<0.01)., W7,
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Table 6 Effect of HPS on apoptosis of SCs cultured in high %I'Ilk—l 3 %%8
glucose (Xx+s,n=3)
25 e /mmol- L AR T- /% :
R4 50 19.373.35" i _
-
a-LA+E 4 0.192+50 10.07+1.11%
A E 2R L P<0.01; 5 5 ML P<0.01 (%8 1) GAPDH“ 36 kDa

3.7 HPS Xf i B K5 7% SCs 4fl fil Bax. Bel-2, A B c D

Caspase-3 8 [ FRIEMFH M 5 IEH 4 LR, S b4
Bax , Caspase-3 £ [1 3 ik /K ¥ F+ 51 , Bel-2 25 1 £ ik
KA FEAR (P<0.01) o 5 B4 FL A, HPS+i B4
a-LA+ 5 B 41 Bel-2 85 1 2 357K F i 3 JH i, Bax,

#*7 HPSX S #ELE5F SCs 4 Bel-2.Bax, Caspase-3 mRNA Rk

TE:A IER4;B. M4 C. HPS+G 4L ; D. a-LA+7 i 41
(E3[)
B2 SHEEEFR SCs 4 Bax . Bel-2 E B E ik
Fig. 2
cultured SCs

Electrophoresis of Bax and Bcl-2 protein in high glucose

0 (x+s,n=3)

Table 7 Effect of HPS on expression of Bcl-2,Bax, Caspase-3 mRNA in high glucose cultured SCs (x+s,n=3)

21 5 e B /mmol- L' Bcl-2 Bax Caspase-3
T AL 50 0.53+0.37" 3.05+1.61" 3.27+1.71"
HPS+H i 20 60%+50 0.82+0.29% 2.62+1.39” 2.57+1.36”
a-LA+E 4 0.192+50 0.74+0.43% 2.45+1.29” 2.55+1.35”

SIE R 414V P<0.01; 5 s M4 L4 Y P<0.01; IE &

Caspase-3 qv — 55Dz

e G D - —

B C D
3 JEER SCsZﬂ]Hﬁ! Caspase-3 & H Bk

Fig. 3  Electrophoresis of Caspase-3 protein in high glucose

cultured SCs
4 itig

MBI DPNGE & HA M 98 F AL, 5
PR T BN 24 16 A T 1 A, DPN A B B A < 7, S L
TR A R T R R ) R AR o R
YIEITE S R, bR i A T I T i R S K
TR & RS A i B A RN R IE TR
HPS w] 4k By iE 0, v] BB 1k s sl 42 08 T F iy o PR
41\ > DPN R A 53 n] BB 5 0 R s & Jre st A v J] L

®8 HPSXIEHEREF SCs 1 Bax.Bcl-2. Caspase-3 & A KA

4[] Bcl-2 .Bax .Caspase-3 mRNA £k H 1

2 4 B A5 A3 FAG 2T 0 IR AT G, BILAAR I A8 )
0 44 458 49 ol 6 200 PR O U T B P Y R Bk iR A 42
M FRAE B2 AR HE 28 JT U6l e 0 A B A A o AT
B DU A Bl 458 405 P 25 40 B AH OG0 T P T R Rk
wwaaﬂ@awwgyfa TS I o A 25 40 i 45
Yi , e % K DPN. i HPS“ %M #k 1E 7 #4975 FH fiE %
éﬁ?ﬂﬁ%éﬂiﬂ@hfﬁ%ﬂ%ﬂ¥@f,Eﬁﬁm:“Eﬁﬁ
M, %r%ﬁf?’

scwﬁﬁﬁﬁ‘]lﬁ%ﬂﬂ%%éﬁ@ﬂwﬂiﬂ@ %'mﬁm W 5
ZERETEE R BGE . 1Y, SCs RE 4T M £ Fh b 45
BT, B 1k oo AR T (2 HE R S RE S A .
HK, SCs X & A 4 S k40 V8 I R i 03 18 2
#ﬂaﬁﬁ XoF AR S | A A ] LR 2 g 4 e ) o
BEVEM . B, SCs 76 Ji [ B 205 A8 & 9 HIL il v

20 (X+s,n=3)

Table 8 Effect of HPS on expression of Bax,Bcl-2, Caspase-3 proteins in high glucose cultured SCs (x+s,n=3)

215 #e J¥ /mmol- L Bax/B-actin Bcl-2/B-actin Caspase-3/B-actin

i % 0.31+0.01 1.03+0.04 0.08+0.01

= 50 0.58+0.02" 0.27+0.02" 0.18+0.03"
HP S+ Hil 60%+50 0.50+0.01> 0.42+0.02” 0.12+0.00”
a-LA+E 4 0.192+50 0.47+0.03 0.41+0.05” 0.12+0.00”’
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