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(ELISA) A I 45 4141 A P4 15 #: 0 (ROS ) 75 £ ; 78 1 4 88 B3 3% (Western blot) K il 4% Nrf2 | IfiL T 28 il 420 - 1 (HO-1) | BR S8 AL 8 IR
fitf 1(NQO1) ot K #5 1 i -3 (Caspase-3) B 4 il itk (9% -2 (Bel-2) 25 [ #2355 41 f 28 9 S A Nrf2 \Bel-2 f 635 5 5L 98O
1 R A B EE 3RV (Real-time PCR) A%l Nrf2  Caspase-3 \Bel-2 #H5¢ X # 1 (Bax)mRNA fi§ %35 . 45§ : CCK-8 ¥ fifi i H,0, i
FERE AU B A 50 wmol- L, & 24 1L 15 19 e AR AR B B0 R 10% 0 525 11 41 B, A58 70 41 200 Jd 7 389 48 3% 7 I 35 %A1 (P<0.01) , 4l
i ROS & H b 35 FF 5 (P<0.01) ,Nrf2 \HO-1 .NQO1 . Bcl-2 % 1 F 5 B i T 4 (P<0.05,P<0.01) , Caspase-3 . Bax & [1 7235 b &
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75 J6 AUZL 40 AR 0% 38 B8 G O 3 L FH(P<0.01) , 41 N ROS 7 & & 3 P& K (P<0.01) ,Nrf2 . HO-1 . NQO1 . Bcl-2 & [ #£ L ¥ & I
Ft(P<0.05,P<0.01), Caspase-3 .Bax 2 [1 # i5 ] i F B# (P<0.05,P<0.01),Nrf2 mRNA 2 ik B i 7+ =5 (P<0.05) , Caspase-3 ,Bax
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Shoutaiwan Ameliorates Oxidative Damage of Human Chorionic Trophoblast Cells by

Regulating Nrf2 Signaling Pathway to Treat Recurrent Abortion

SHEN Sinan, MU Zhenni, TANG Li, LEI Lei’
(College of Integrated Chinese and Western Medicine, Key Laboratory of Hunan Province for Integrated
Traditional Chinese and Western Medicine on Prevention and Treatment of Cardio-Cerebral Diseases,
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[Abstract] Objective: To study the protective effect of Shoutaiwan-containing serum on the human
chorionic trophoblast cells (HTR-8/Svneo) exposed to hydrogen peroxide (H,0,) via the nuclear factor erythroid
2-related factor 2 (Nrf2) signaling pathway and to decipher the underlying mechanism. Method: The H,O,
solutions of 25, 50, 100, 200, 400 wmol-L" were used to treated the HTR-8/Svneo cells. The cell counting kit-8
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(CCK-8) was employed to measure the proliferation of the cells and further determine the optimal concentration
of H,O, solution for modeling and the drug-containing serum. The cells were divided into a blank group, a model
group, a dydrogesterone group, and a Shoutaiwan group. The effect of drug-containing serum on H,O,-induced
proliferation of HTR-8/Svneo cells was detected by CCK-8 assay. The intracellular reactive oxygen species
(ROS) in each group was determined by enzyme-linked immunosorbent assay (ELISA). Western blot was
employed to determine the protein levels of Nrf2, heme oxygenase-1 (HO-1) , quinone oxidoreductase 1
(NQO1), cysteine-containing aspartate-specific protease-3 (Caspase-3), and B cell lymphoma/leukemia-2 (Bcl-
2). Cellular immunofluorescence was employed to detect the expression of Nrf2 and Bcl-2. Real-time
quantitative polymerase chain reaction (Real-time PCR) was carried out to examine the mRNA level of Nrf2,
Caspase-3, and Bcl-2 associated X protein (Bax). Result: The optimal concentration of H,0O, for modeling was
50 pmol-L", and the optimal concentration of drug-containing serum was 10%. Compared with the blank
group, the modeling decreased the proliferation of cells (P<0.01) , increased the intracellular ROS (P<0.01) ,
down-regulated the protein levels of Nrf2, HO-1, NQOI1, and Bcl-2 (P<0.05, P<0.01) , up-regulated the
protein levels of Caspase-3 and Bax (P<0.01), down-regulated the mRNA level of Nrf2 (P<0.01), and up-
regulated the mRNA levels of Caspase-3 and Bax (P<0.05, P<0.01). Compared with the model group,
Shoutaiwan-containing serum increased the proliferation of cells (P<0.01), reduced the intracellular ROS (P<
0.01), up-regulated the protein levels of Nrf2, HO-1, NQO1, and Bcl-2 (P<0.01), down-regulated the protein
levels of Caspase-3 and Bax (P<0.05, P<0.01), up-regulated the mRNA level of Nrf2 (P<0.05), and down-
regulated the mRNA levels of Caspase-3 and Bax (P<0.05, P<0.01). Conclusion; Shoutaiwan-containing
serum can inhibit H,O,-induced apoptosis by activating the Nrf2 signaling pathway and has protective effect on
human chorionic trophoblast cells.

[Keywords] Shoutaiwan; oxidative stress; apoptosis; human chorionic trophoblast cells; nuclear factor
erythroid 2-related factor 2
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PR S AL AT A 2R e 0 25 7 AR A e BIDIR S,
TS % VR T B g B AR B R R P R EEE . A
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), M LT BEW F AR BT 4Bk 2 AL, B
FANE T R AR R ORI PR RN S5 AT 5 1
UE S22 07 % Bl i RSA & 48 % B AE ", BT
E, M G A F 2(Nrf2) A 3 19 15 5 38 3% 2 ALIR bt E b
O T S . Nef2 T DABK 5 300 2 R
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15 g ZEW7 15 g BT 15 g 20 1, AR A 34 1 1 191 /g
BE 2 K% —WE B2y fl R (55 R
20200618) , Hi # FA H 5 25 K 2% 55 — B ) 1 e 24 )
B FAL B KB AT IR S8 AT A 2020 48 i
AN TR L 2 ) B v o AR A DR ZH i S5 F
52, R FH /K B U005 1 4 77 i AL 25 9 K A 22 1
ZLW R A GRM BLE R RN 2R B
B IK 65%,4 °CYA 24 h 5 B g M 2 24
W TG R 5 8 BT RS IE AR S 5 25 WOIR G L 1 U DT TE 5 8
VS JCH R JCUCE AT S, I ZE 48 7K I pH6.5~
7.0, W 45 AR 25 B i VR BE O 2 gemL, g3 A R DR A
& M. HbJEZ2HR A (fof 2% Abbott Biologicals B.V. 2
Al 5 H20170221) 5 4 4 Ak &% W (35 [ Sigma-
Aldrich 28 & , 525 323381) ; 4il g #84 5 5 7% 1 4G 0
(CCK-8) it il & (_ LifF 3 = KA R A BRA R Lt
5 C0039) ; 7F P & (ROS) [ B 50 58 W Bt I 22 75
(ELISA) X & (LS AR MR A IR A R L HiE 5
JL13783) ; it Nrf2 Hi ik \HO-1 HifA [t A b 36 I il 1
(NQO) Ht f& . H i i -3- W i Mt % B (GAPDH) 1t
K B o 48 1 W i (HRP) 4730 2F 5t % — 51 .HRP
Fric B0 B 0 PSR e BRI 1 (Ig) G(HAL)
Fluor594 ¢ 't — 41 (32 [# Affinity /A &, 525 43 3 A
AF0639, AF5393 . DF6437 ., AF7021,S0001 ., S0002 .
S0006) ; Bt K 2 14 -3 (Caspase-3) . B 4 fitg bk 1 95 -2
(Bel-2) \Bel-2 4 5¢ X 45 11 (Bax) Bt f4 ( 1 ifg S 10 35
R 2y B4R R A AL 55 48 0 o M005851
T40056 . T40051) ; 20 s RNA #2 B 7 & (bt #
s R WG T & A R | L HiE5 5003050) ;cDNA J
B 50 & SYBR GLRE (U5 N3 B 4 1 SR 4 By
AR A5 43 5 E047 (E096) .
1.4 X#% SW-CJ-1FD BB TAE & (9N 22 48 =5
S ARABR AT ), Gel Doc XR+#EE K 1% & 4t .
T100™Thermal Cycler %I 5 i 5¢ 't 52 0 3 & Bl 5% =0
J% v (Real-time PCR ){¥ . Cytation3 %! 4= H z 41l iy 1%,
1% 2 D HE K I £ 46 ( £ [E Bio-Rad 2\ 7] ) , Axio Vert.
AR SOR R 4 A B BE ([ Zeiss 4 ),
Tissue FAXS 4> 5 4 4140 i %2 5 43 A1 2R 48 (2 1 )
Tissue Gnostics A &) ),
2 FHik
21 HZMIEHR & 24 L SDRKBRBEHL N34,
Rizs (2 b i 22 B 20 75 G AL, 38 N PR R AR 7 d
JETUHES o LAIG R &5 N5 3k
1 U B R REAE BT B, A5 R B R
B 25 I8 FLZH T LA 20.25 g-kg ' BEH M 22 1 20 T 4
. 46 .

JE 2R KW 2.7 g kg HEE LS UL T LLEIRBUE
WEKHESE 1 k/d, ESE 7 do KIKE 25 60 minJ7 ,
3% (0 % U0 L 2 A0 4% 30 mg- kg BR B IS 48 18 3 3D ik
HCIf, # & 1 h,3 500 remin” 2.0 10 min( & .0 2F 4%
10 cm) , W B I J2 13 , #E 56 °C oK ¥ 5 #MA KT
30 min, 0.22 pm JC & 98 B o 8 BR W5 0 K B
F-80 °CIRAF % .

2.2 AAMIREFE K HTR-8/Svneo 41 g 45 f T RPMI
1640 58 285 723 754 5% CO, 1 37 °CHE i %
FRAA P AEATRE IR A2 d B 1R, 0.25% R H
Tt A A BB B30 K S A0 L R A 7 S

2.3 H,0,i% F HTR-8/Svneo i Jitd & 1k 451 175 45 74 71
H#AL TH 0.25% 1Y R K b TR AR K
HTR-8/Svneo 4l Jitd 7 1t J5 il Bl 20 Jfd 2 3, 40 ff 11 %k
Jei BL5x10° AL Fh T 96 FL A b, B T R SR A B
I, 5 20 BN BE I T e IH 85 3R 3 . W R AR 2% vh
(PBS) ¥k 2 Ji , 40 90 in A 5¢ 4 85 3% Je 76 B 1) e &
e Bl 25.50,100,200,400 wmol-L" Y H,0, T./f
W25 HALIMA A & HO, TAE W58 4 15 97 5, &
HSANEA, B THRFRMEIFR 120, LR,
PBS ¥t 2 K5 B FL A CCK-8 T/EW 110 wL, 5 %
A 2 b, (F H B AR AL E 450 nm i K Ab 25 AL
YW G BE 4, LIS 75 40 Ml A CCK-8 TAE W iy fLAE
o Z AL, T A A TR R . A TS R =
(Aysyo,m=Apen) (A=A iy ) x100%0

2.4  CCK-8 7k fiffi %k & 24 1L 7 %} HTR-8/Svneo 41 g
YERWRE  SCBRe 40 70 I 2H .25 4
J AT 2L A5 G LA, T i AL AN Bl v
RPMI 1640 3557 56, 25 [ 41 1 s 22 i 20 75 i Ju 4l
R XN 5% . 10% . 15% . 20% 4 DU, 43 5 A
FH 85 5% 5 B 1) R L VA BBE 119 25 11 20 I T b e 2 T
MG RIS, BHE S E . A
i L 5x10° A~ /HL4ER T o6 fLA & F & A 5% CO,
1Y 37 °CHH IR 15 FR 46 v 15 7, 158 40 G BE J5 5 25 IH 1%
FRIL PBS YR 2K . KRG I T ALAN , 45 4 hn AR 85 3%
TR T R I Ve B ) B 24 MLV TG LT A A
1L 3% /9 RPMI 1640 3557 58, B T 37 °C 5% CO, K ¥+
FiRigE 12 h, FEERI PBSUE 2 R G A FL A
CCK-8 TAEW 110 uL, TH; F= 4 P 4k 207 5 2 h,
450 nm A0 7 25 FLIY A, THI 40 I A7 R

2.5 JrH AR Zy FH 0.25% R A R AL T
B K ) HTR-8/Svneo 41 it 14 £k I il A% 40 M B 7,
PL2x10° /LR T 6 LA b, & T fa b i 9% .
o 20 R 05 B J % 4 L 43 o 25 T2 CHLO, 4 i i 42
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B2 A5G dLdl, F £ 0B 55 3, PBS ¥E2 1k, 2
2H H,0,4 7 LA 10% 1925 [ LT T 11 12 h, s 22
i 2 . 75 JG AL 443 51T LA 10% Hb J 2 B 2 24 1003
10% 75 B JL % 25 ML T 70 12 he W5 TH B 57 38 R
25 AN, A N A H,0,(50 wmol« L) 2k 25 5%
#12h,

2.6 CCK-8 1l &2 HTR-8/Svneo [ M5 16 11 ¢
4 DL 5x10° 4> L3 A F 96 FL AR i, 4% 2.5 T F 7
WAL A AN A, FE 25 (H I 95 3 PBS ¥ 2 KU 4
LA CCK-8 TAEWE 110 wL, T 46 P gk 2 &
2 h,450 nm b E 25 FL Y A, T 20 ML AE TS

2.7 ELISA Kl #% ZH 40 ifs ) ROS & f ¥ 2.5 T
Y 77 1 A A% A A M, 3 2 TH B SR R Wi AR A i,
A7 40 M8 T BOUF #2251 10° 4 40 i A A iR 40 it 2
W, 20 kHz 5% , 150 W 33 3R (14 411 it 88 75 1 s AY
TE UK AT B P R, R 2 s ARG 3 s, AR
W% 37,4 °C .10 000 r-min™ &0 10 min( 5.0 2F 42
5 cm), BU 3% Wi, # ROS ELISA i 7 & 156 1 45 4
Y, 450 nm PR AG 45 5L 4, B 40 H T ROS & it
2.8 e G 5 (Western blot) 6 i 41 g wp
Nrf2 \HO-1.NQOI1 . Caspase-3 5 A £ ik B &
S 2x10° A4~ /mL A 40 Jf B 3 R T 6 fL AR, B AL
2 mL, 8 2.5 351 b 7 ik Ak B A% A A0 B, A BRZS RS
PBS ¥t 3 3k , F 40 i &1 B 0548 4, o T BCA 35
AR AR RS HE A EWREE N3 g L
T R oo K S AR AL S AR E R B AR
A7 B S HL UK 5 5% MR Wk B 1 h, TBST U6 3 1K,
4 °Cit W H —Hi[GAPDH(1:2 77 ) \Nrf2 \HO-1 .
NQO1 . Caspase-3.Bcl-2 Bax(1:2 000) ],k H 3 %
— Y0, VRS 37 CCIFE .t (1:1J7)1 h, B & 52 WL
J& 25 2P, VR ECL W R W 10 % , 8 F Tmage Lab
A 534 B Y 25l IR BEAH

2.9 RETOLERN N2 Bel-2 E M EEL K
I ML A 24 fL AR, B %5 R S 1x10° ) /mL (19 24
M B A T LR, BT 5% CO,.37 °CHEF 46
g% 12 h #2500 1 7 vk A S0 M, 57 25 IR 8% 55 3
% PBS YEIR I - 2 1K , 4% 2% 5 W I [& 52 20 min,
PBS ¥k i 3 UK, il A 0.5% i 738 X-100 3 3% 30 min,
PBS VB 3K, — 4L 4 °CHF & 2 % [Nrf2(1:300) .
Bcl-2(1:300) . GAPDH(1:200)]. W H ,# X —41,
I PBS ¥k ¥ 3 W, £ Bt R 1gG (H+L) Fluor594
(1:300)37 °CHEEHEHF 1 h, PBS ¥ 37K, il A DAPI
Yet% 5 min, PBS & 3 U0, K€ R /2] Y, W K 48 17K
53 JE T TS84 st A 440 i e

BT RGN LI R {8 ] Image T3R50 H7 o
2.10 Real-time PCR i ] Nrf2, Caspase-3 . Bax [i¥
mRNA £ ik #2550 F J5 ik &b 2 40 i 5 Y 48 4
Ji 8 4l S RNA 2 B 0] & 4 B0 20 40 il 5 RNA,
W7 RNA B &k B M 4l B 5, 3 5% 5% O cDNA &
T80 cCUKA R AF &M . AAT&RITEIY, B %
FHAEYRHARA RGP R 1. THFR S
4195 °CHIAEPE 90 5,95 °CAEE 20 5,60 °Cild k 20 s,
72 °CHEAf1 60 5,40 M EH . LA GAPDH AN Z, K H
2N AT AR R E

*x1 s|¥MF5

Table 1 Primer sequences

519 JFH1(5-3") KB /bp

Nrf2 3 CAACTACTCCCAGGTTGCCC 129
Tl AGTGACTGAAACGTAGCCGA

Caspase-3 L1 GGCGGTTGTAGAAGAGTTTCG 101

Tt CACGGCCTGGGATTTCAAG

Bax i ACATGGAGCTGCAGAGGATG 299
Tt CAGGGACATCAGTCGCTTCA

GAPDH  Liif CTGGGCTACACTGAGCACC 101

T AAGTGGTCGTTGAGGGCAATG

211 Hib2E vk R A SPSS 25.0 B F k17 483t
R EE DL x + s RO, Z AN BRI R T
PEAYHT 457 22 55, 4% 4 WG A LU R FH B/ 3 Pk
2575 (LSD) , & J5 22 AN 5% , >k H Dunnett's 73 1%, LA
P<0.05 /R ERA G2 L,

3 &7

3.1 H,0,i% 5 HTR-8/Svneo 4 Jifl & 1k 41 175 5 1Y 7y
AT NS IE (0 HLO, (1 1 B A ST 40 i R Ak i
i 5 A, 58 1 CCK-8 K MU A [ ¥k B H,0, 4k B
HTR-8/Svneo 2 il (1) 34 5 1% & . CCK-8 45 SR E W],
523 [ R, H,0, 4141 i A7 06 R B T (P<
0.01), H. 5% #e B AR AE ; 50 wmol- L H,0, ¥ i ib PR
A0 12 h )5 , HTR-8/Svneo 4 Jl 7735 %y 52.32% , #%
230 20 BOBOAE i, Wk FH R B R O 1 R R
W32,

3.2 X HTR-8/Svneo 4 ffl /7 1 (1 5 ] CCK-8
SER R, 50 4 A R BN 5% . 15%
20% Y25 (4L b 22 R 21 L 55 IR R AL 2 0 Y Ab
i J5 B9 HTR-8/Svneo 40 il 77 7% % W & B AL (P<
0.01) s IRFU A ER 10% 25 F 41 b i Z2 B 41 . 75 i AL
2H £ 24 1LV 40 B Y HTR-8/Svneo 20 077 1% 240 T
5% . 15% F1 20% Ay 7 24 1L 35 Ab #1LJ5 ) HTR-8/Svneo
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x2 AEREHHO,MAMEFENHIN (F+s,n=5)
Table 2 Effect of different concentrations of H,0, on cell viability

(X£s,n=5)

25 e /umol- L' 2 AT 15 2R /%
Sk 100.00+5.02
H,0,41 25 74.14+1.98"

50 52.32+1.79"
100 31.14+3.07"
200 13.09+1.25"
400 7.36+1.05"
A 525 (4L R T P<0.01
i, PR 2 P 10% 19 & 24 1 AR O 48 2 R .
W3,

x3 FRASHNFNAEEFRHFIN (X+s,n=5)
Table 3  Effect of Shoutaiwan drug-containing serum on cell

viability (x+s,n=5)

415 TRFG50/% AN AT R /Y%
TC I i 2 100.00+8.19

ZEHA 5 83.74+4.53"
10 96.42+4.96

15 85.63+6.83"

20 81.54+5.19"

e 2 41 5 79.80+1.85"
10 92.86+5.49

15 85.68+4.43"

20 81.36+7.71"

#7 iR L4l 5 78.22+3.77"
10 94.56+5.27

15 85.70+4.46"

20 74.60+7.23"

WS 4L e Y P<0.01

3.3 X iE IS HTR-8/Svneo 41 i /£ K F iz 5
25 4L FE A, R RY AR A0 B AE TS R I 3 R B (P<
0.01); S5HIRIA] He 4, M 22 B 41 | 75 36 AL 41 /0 40 i

F6 HRRAESH MBS HMMNrf2,HO-1,.NQO1,Caspase-3.Bcl-2,Bax & H Ki%
Table 6 Effect of Shoutaiwan drug-containing serum on Nrf2, HO-1,

M AE SR 3= (P<0.05,P<0.01), L3R4,

R4 SHEMBFXNEHT HTR-8/Svneo AMEFTEMNZ I (3+s,
n=5)
Table 4 Effect of Shoutaiwan drug-containing serum on survival

rate of HTR-8/Svneo cells after modeling (x+s,n=5)

4150 e Al A7 1 26/%
2 10% %5 [ 1L ¥ 100.00+9.81
A 2 10% 23 [ 1L 75 +50 wmol- L™ H,0,  68.98+7.04"

JRZEEA 10% F M3 +50 pmol- L H,0,  81.44+5.44"2
7N ALl 10% % 24 175 +50 wmol- L™ H,0,  91.90£6.29”

TE 525 A HEE Y P<0.01; S ZH Ho s 2 P<0.05,% P<0.01

3.4 X HTR-8/Svneo #f i  ROS & it m 5
25 LA A, B AL A 40 i vh ROS & it i 3 T i (P<
0.01) ; SACARIZ Hh A, b i 22 B 41 L 77 16 hL 2 40 it v
) ROS & f& . & FEIR(P<0.01) . W5,

x5 FRAGHNDENESHAMROSZTEM I (X+s,n=4)
Table 5 Effect of Shoutaiwan drug-containing serum on ROS

content in cells of each group (x+s,n=4)

21 51 e g ROS/U-L"!
FHA 10% 25 4 1L 7 8.62+5.37%
AT 2] 10% 25 F1 I 75 +50 pmol- L™ H,0, 99.48+36.44"

JEZEMIZ 10% & 251135 +50 wmol- L H,0, 40.85=11.65"%
F LA

T 52 A RV P<0.01; SR 2H A Y P<0.01

10% %5 24 I 75 +50 pmol- L' H,0, 11.43+4.48”

3.5 % HTR-8/Svneo 41 8 P4 Nrf2, HO-1,NQOI
Caspase-3.Bcl-2 . Bax #E I KAWL 525 14
b8, A5 4H 40 i Nrf2 \.HO-1 .NQO1 . Bel-2 % 1 %
ik B & B K (P<0.05, P<0.01) , Caspase-3 . Bax 7 [
FIk W E THE (P<0.01) s SRV A, 75 iR AL 2H 4
g Nrf2 \HO-1 NQO1 Bel-2 £ [ ik B g F+ & (P<
0.05, P<0.01) , Caspase-3 ., Bax 5 [ 3¢ ik H i} [% {I%
(P<0.05,P<0.01)., W6 1.

M (x+s,n=3)
NQO1, Caspase-3, Bcl-2 and Bax proteins in cells of each group

(X+s,n=3)
N Nrf2 HO-1 NQO1 Caspase-3 Bax Bel-2
44151 e Jg N P

/GAPDH /GAPDH /GAPDH /GAPDH /GAPDH /GAPDH
=4 10% %5 [ 0L 7 0.87+0.10 0.61+0.15 1.07+0.09 0.59+0.16 0.63%0.16 2.77+0.71
BRI 10% 25 1 M35 +50 wmol- L™ H,0,  0.59£0.05"  0.30+0.03%  0.59£0.05"”  1.25£0.08”  1.18x0.11¥  1.64x0.61"
MR ZEEHA 10% F 251035 +50 pmol- L H,0,  0.97+0.10Y  0.46=0.12 0.810.33 1.03£0.33"  1.01£0.06”  2.32+0.58
% fif Ll 10% & 25 M35 +50 wmol- L™ H,0,  0.94x0.14"  0.53x0.10Y  1.08%0.25"  0.75£0.18"  0.58+0.05"  3.21x0.11"

A 525 A IR VP<0.05,2 P<0.01; SR ZH A P P<0.05,YP<0.01(3% 7 fEE 8 7))

.48.
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100 kDa
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Caspase-3

—— " S B 35kDa

Bax e SHEEES Seaen Sl o) D,
Bel-2 WS S S e 26 Da
GAPDH s GENNS Camms @SS 37 kD:

A B C D
WA A AU B BRI C b R Z2 B 4L D. 75 i JLdl (B 2 W)
E1 &AM Nrf2,HO-1.NQO1,Caspase-3.Bcl-2 . Bax E B K%
B ik
Fig. 1 Electrophoresis of Nrf2, HO-1, NQO1, Caspase-3, Bcl-2

and Bax protein expression in each group of cells

3.6 X%} HTR-8/Svneo 41l fifi N Nrf2 ., Bel-2 25 H 1Y
POCTRERE N 5 A b, AR R 2H Db JE 22

DAPI

Nrf2

Merge
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Bcl-2

Merge

A

B2 FRASHMFXSEME P N2 Bel-2 PR K BERIFM (HLREFE,%200)
Fig.2 Effect of Shoutaiwan drug-containing serum on average fluorescence intensity of Nrf2 and Bel-2 in cells of each group (IF,x200)
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i 25 /) Nrf2 , Bel-2 9 57 35 5¢ O 5 B B & % (P<
0.05,P<0.01), 5 i ALZH Bel-2 -2 9¢ i BE 0] i R
[ (P<0.05) ; 5EIAIAH L4, 75 i AL 4 Nrf2 \Bel-2 (1)
SRt B T (P<0.01) ., WL 2 37,
3.7 X HTR-8/Svneo 4 il N Nrf2. Caspase-3 . Bax
M mRNA R0 525 F4A K, BT Nrf2
mRNA M X} 35 K1 2 2 FEAIL(P<0.01) , Caspase-3
Bax ) mRNA #H X} % & 7K SF B & F F+ (P<0.05,
P<0.01); 5 A4 U4, 75 i ALZH Nrf2 mRNA AH X}
22K B I F+(P<0.05), Caspase-3 .Bax mRNA %
F235 K FH B F B (P<0.05,P<0.01), L3S,
4 iTig

RSA &L PEAE IR & UL I & iE Z — ,RSA &
) B B 435 oy AN S s FB 2 A 7= B I A K0 Y ) S
i R A A L R 45 MR 55 i 22 40
HB 96 B Rk P A0 A= 7 40 S8 B 5 0 TS IR %
ELRM KT, RSAMELE KRS ZFHNER L,
S S | RS A A0 O TR RSA Y EE LR N 2 —
it AT A AR TR T LA S0 R RSA [ & A4
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KT HRHRARHMBEXNZHMEM P Nrf2 Bel-2 X RIZBI M (X+s5,n=3)

Table 7 Effect of Shoutaiwan drug-containing serum on relative expression levels of Nrf2 and Bcl-2 in each group of cells (x+s,n=3)

415 wIE Nrf2/GAPDH Bcl-2/GAPDH
= HH 10% 7 14 1L 39.19+8.90 50.91£6.48
BRI 2 10% %5 [ 1fiL 7% +50 wmol-L™' H,0, 22.60+2.347 22.01+2.89”
b 2 T 21 10% 75 25 1fiL ¥ +50 pmol-L"' H,0, 24.69+0.82" 29.22+2.41%
# AL 10% & 251 ¥ +50 wmol- L™ H,0, 38.84+5.73" 37.41£5.54%

KR8 HFIAAAHMBEX K HHA Nrf2, Caspase-3.Bax mRNA FiEBI I (x+s,n=3)

Table 8 Effect of Shoutaiwan drug-containing serum on expression of Nrf2, Caspase-3 and Bax mRNA in each group of cells (x+s,n=3)

21 5 11353 Nrf2 Caspase-3 Bax
2 HA 10% =5 H 1L 7 1.0240.24 1.00+0.03 1.00+£0.00
T 20 10% %5 4 1fiL 3% +50 pmol-L"' H,0, 0.47+0.227 1.95+0.18" 2.64+0.35”
b it 2 i 41 10% 5 241 7% +50 wmol - L™ H,0, 0.790.06 1.43£0.03” 1.12+0.08"
# LA 10% & 25 1L 7% +50 wmol - L' H,0, 0.95+0.12" 1.14£0.21% 0.84+0.04%

BRI R R A VAR T R BOE R W
FENRNE 24 BERTE”, BRATEE
FT BT R IR R TSR RS NS, Wk, iU
K EMANE LN E LR G . BRiLh b #
T R LW BT 4R 2L, B 2 4T 2R
M A SFm e , AN IR B2y R 2
FAEAMIT R 22 iR 5 2 K Ab a5 TF 9 3 e
(S e N T LV 2 N = T R < ISR
SFIEIRME . MPRAM, 4T ZHEEEAR
U T A, 422 T KSR B T L AR B /N BB
i i MC3T3-E1 20 i % 32 40T 6 3 S A A i 4
AT A B U T DA 4R R R A Ak 4 B AL T (SOD) 11
PR IR T bR Ak A SR

IEHAEERET KN A H A/t & LT
ir o BAR ST, ML 3Z B 4 By A0 R 9 R
LR ROS 7 AR i &, IR 9 Ak AT 48 Ak 2k 2T A
W 25 Jit sh A L IR, i T ) 4 M4 497 . Nrf2/HO-1
15 538 [ 2 41 Ff 4 48 Ak B AR AL 1 09 — A F 2 A AR
W43, 24 ROS i 577 A i, Nef2 8 80 5 07 21 41 i
¥, AT ARE, #1755 T iF NQO1 . HO-1 4%
TR E AL AR A WS RGE Nef2 {5 5
R S eIk TR AR LE N kR B IR R
HARR AR R

200 6O T R B A B R R SE T FE 4 R AL I
NIRRT A A 4525 B EAEH . Caspase 2 41 il 7
T2 B S HE A i, Hovh Caspase-3 J& — Fh gl St S50 19
BET A M, AT R IR A SR AR I H A 0, T
SIE RT3 R I Tt A2 Bel-2 REE R
i VAR A T B T =2 ) A T ok A R 2 R K
1 58 B M I — OG> Bel-2 AP T,

. 50 .

AR ORL R R R 4l Mt C (Cyt C) , Bl
Caspase I S i & A=, DA 410 il 48 Jf 98 7 ; Bax Ky
(R R A S I3 RTINS EoF TR N SN e
BT R B A, I 5 A0 R T

AW 5T 45 3 & 8L H,0, 15 5 J5 HTR-8/Svneo 4
JfLE 70 F B ROS Az ok 5 25 58 0, 40 it oA 1~ 2 B 3 T
i, 2 BT H,0, 918 T AU N B S A M T T A )
Nrf2 ,HO-1 ,NQO1 ,Caspase-3 .Bcl-2 . Bax #E17 & ,
& B H,0,1% T )5 418 1 Nrf2 \HO-1 NQO1 & 1 %
ik B 5 B AIX , Caspase-3 . Bax % 1 &R 5 B & TH &,
Bel-2 8 35 B FEAIK ; Nrf2 19 mRNA £ K5,
Caspase-3.Bax mRNA % ik Jh 5 , £ W H,0, 5 % 10
AL AK R SR RT A A N2 5 5 T8 B AR 0 A I OE T . T
7% JIf AL fE 2 3% $2 = H,0,1% 5 )5 HTR-8/Svneo 41 i
% 71, W ROS Y = 4 | $2 /& Nrf2 \HO-1.,NQO1 .
Bcl-2 ) #2315 , X Caspase-3 . Bcl-2 [ % 35 , % B 75
5 AL T i 38 a 3TE Nef2 15 5 3 0 ok 40 i 40 M i T
AT i A 4 7 38 7 | A 1) 4 B4 4

L5 L RTIR A5 iR L 0T 3 A TS Nef2 5 5 i B A
il 42Tk I 80k 4% H,0, 1% 5 (19 HTR-8/S Vneo 41 Jifd 1
fi , 31X 1 8 & 77 i AL BT I6 RSA, & 48 H 2 G V5 /Y
ML 2 — o (HARBF 58 ALK Nef2 {5 5 18 3% 4H 56 48 b
HEAT B2 U0, Al FH 30 I 0 o 700 X 240 B 2 A7 Ak 3
e AT B Bk, T — 25K R Nrf2 )1 i 771 HTR-8/
SVneo 40 Ml AT AL #, DAIIAS B MR 0 458
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