PG9703-0013 (> H)
& 4% 1 CCMP 97-RD-008

TEREAZTREEZA AT EFE
B E AR

b RAF ST Rk I S TR EY S bR B T RLZR
o &y
Neuroprotective effects of Tao Hong Si Wu TANG
in ischemic cerebral infarction

AT B M GLEBEEARE

o

£ 28 A 3FE8B
X A B HER

i
o4 M MRIOTE2A208E97412A318

*x AMRBEERES  FAREAAGERL  KONZAR
BB R EAREELMRARAE * X

-1



?1&% ............................................ 3
B E .o, 4
B N BT B veieereeneiecnteneneenraecntancneensansnsans 5
MR =3 . I OO URR 9
BvEER e 13
= ST K E T OO 14
ﬁ~%$ﬁgﬁ ................................... 16
SN X 4 ;SO SR 17
s B eeeeeerereniieeeeeeeeerrreee e e e e eeaaan, 19



ik - CCMP 97-RD-008

AR R4 9 By 3 TR B S bE B T B R B AS

HEE

LLBEXRE
P XHR

Baf b RAaPREASRARBRVEZRAZ— BEARRE
B EHRAREN LR RHOBRR —HAFRANBR 7B
BRASANLEE T PRYBERLSREERCA RAARH T EHEH
BHDMAR » LREHSALR - AR BALAHA TS IM
X 0 BRI BRGF RIS va 5B Sk MBS L2 R

AN EHARRZIFPEH R ERE/BRABXUR D BZR AR
FEEHRB T h22 XRBK » RIFAENE 0 FHEReh BT R,
SRS TNRR  EH A BN IRERRANEH RO HFHRES
BR3R45 F e a B B T 608 » SA T Mk de v iRk e o T4 A

F RS RBAMI D H(1.2 R 2.4 gke)leH MM KD MCAO F45
RS E » LA SR R HBRE G 382 f MR
A > £ 4¥#4) HIF-1a - TNF-a ~ iNOS & active caspase-3 #9 &R - 1 B%
HERERA TS A R EH R HIF-1lot) &k Rk ®HYE TNF-o
B iNOS #h & & M3k Y active caspase-3 ¢4 & 4 1 W i B|FRMARI B R -

RGN b PR P EBIke B/ BRI o i



CCMP 97-RD-008

Neuroprotective effects of Tao Hong Si Wu TANG in ischemic
cerebral infarction |

Joen-Rong Sheu

Taipei medical university

ABSTRACT

Stroke is a main mortal cause of vascular diseases, and affects human health critically.
Unfortunately, the therapy of ischemic stroke is still not good enough because stroke is
unpredictable. Traditional Chinese medicine formula is used for stoke therapy for a long time,
but its effects and mechanisms are still unconvincing. The aim of this study is to investigate
the protective effect of Tao Hong Si Wu TANG on ischemic stroke through completed study
models.

This study will utilize middle cerebral artery occlusion (MCAO) model to evaluate the
effect of Tao Hong Si Wu TANG on MCAO induced brain injury in rat. We also usé
fluorescein sodium ‘induced thrombosis model to detect the anti-thrombosis function of Tao
Hong Si Wu TANG in mice. Furthermore, we will investigate the molecular mechanisms of
Tao Hong Si Wu TANG through western blotting. This study will estimate the effects of Tao

‘ Hong Si Wu TANG on stroke completely.

The results show that Tao Hong Si Wu TANG (1.2 and 2.4 g/kg) could reduce
MCAO-induced brain injury, and had anti-thrombus and anti-aggregation effects. Tao Hong
Si Wu TANG also could inhibit MCAO-induced HIF-1a, TNF-a, iNOS and active caspase-3
expression. The protective effect of Tao Hong Si Wu TANG on MCAQ-induced brain injury

may through its anti-thrombus effect and the inhibition of HIF-1a expression.

Keywords : ischemic stroke, MCAO, Tao Hong Si Wu TANG






RETHEHRCIE LS AMRE - @ENEIZRERRARY =4 &
(adenosine 5'-triphospate; ATP) » % ATP T2 4 €4 P 2 T2 TR FAZ
BEIAERBEEEYNEIT MBERBRKNGETAEL > Hldo L lafoBLIE
Hlea BN S BT P n-S7 R A —AEF £ ATP B A § ML X AR = Bh Bk
K #RBG(ATPase) » Fémfibr 2 ATP 8% > BB FH AR THEA MER
B SMETRE T R mAL 4G ~ 40 - REBTEMN - A iR F B A D EMRH
TRF LA T R P AR 0 754 A 8T R 4 Y 7 (transporter) 3% ik A% 4m B Bk
BHTFEMEMRTORE LGRS TERREHSET NAE R
M ko db— RF a5 i@ R —EEE e A R # R B (glutamate)) K&
B - SRAHRBBTHALAMRBEZI THREIHEL  SEXRIAR
#& . 3 -f i@ 18 A (lonotropic glutamate receptor);ﬁiﬁ‘s‘ﬂi?;‘L'_I (metabotropic glutamate
" receptor) - B F @& # A A  N-methyl-d-aspartate (NMDA) -
2-amino-3-(3-hydroxy-5-methyl- isoxazol-4-yl) proprionate (AMPA) -~ kainate 3% < 8%
LB A HA A GTP-binding protein - B8 FRI &4 AR AT X Z 4840 -
45 sPBEFHBBEMEE ) RN AMERELGE 24— LH#FN
REBHEARANZ GRS TFEL  SERBEEIRNFTLERILERTE
BEMHFTAALMER (Arundine eral,2003) - EEHHFER T 58T RAS
BN RBETFTURKSHS S E a0 » & —F & £ Ki(edema) ~ 4=
B B2 38 45 (plasma membrane failure) ~ 7% £8 3% 7t (neuronal necrosis) ¥ 4% % ; b2
S mBE SRR LRGBS TREELH £ ATP R85
45 Bt F 7% 1L &% Bs '§ o #% & (phospholipases) - %& & &5 (proteinases) & 73 17 &5
(endonucleases) > i MAFEEAEE - A ERBMBAENTH > RAERAKBRKELN
FE & A5 3% ) B0 30 69 4 A 16 R BB 1 5 F R #K(Arundine et al., 2003 ; Moro et al.,
2004 ; Slevin et al., 2005) -

=~ HAMETRXRGERAME

R PRAEEEETUACARKRE . — ~ aR/ERE - —  WEREY
Blo NaRE@ETE  SHEAEMNERLEXRSZ > BAE— AKX B FDA AT
&Y # ¥ % recombinant tissue-type plasminogen activator (rt-PA) » 2454 # o 14
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BB NP 3R 8E 1t-PA BT AE KR E P RERB BABTAR T GaI4EE -
AL PRGN EEAFRZ TENURERBSERAE > §Xt-PA S
B BAHBNEN 2R tPARRARBEH LSS ATRELREIR
FHANERAL  RMERARABEAN L omTHRIEC AR o H 14048 B
ENARBRFAERRMFGERRER > R BATLTEF B M aRER
Bz B ELEMERLS TUA LRAFRAE DV HEEREURAK tPA 2 /&
AleB—FBAnEREus - Sontk BB LE B nmESRtn
B EIRIE  RR AR oo 2 b ¥ Y E B o 5B B IR E
Moo R aRABRRR R BERATACERNC PO —BEEE - KM >
BHEMBYORAZFBE _BEEHEETHRERY @ EmHEENPEEAREH
ﬁ°@Bﬁﬁ&%%%ﬁ&ﬁ&ﬁ*ﬁﬁﬁ?ﬁ%%k%i’i%ﬁﬁﬁ%%
WA BB SO PREEZER - Bib > BIEBEMOARTHEHN FRESE
6% LB & T 9F% & 69— 3 (Ren er al., 2004) -

— TRASOHETROER

PREDHA B EE  ERK S SRR BoRARETHRYE KT8
LRz FENPRES FRBESARLEE AFEILX  SURANE - BB
HEERF > X HERE - FEER REER RIBEEER > EHAAL
AR > BSAK/RFR M AR © HBALAM > 8BS - AF - - FREMGED - REAM
BRERE - LETE UFFARE - - REBEARN KE - BX g R
M HAE e PREMICREAER PRBOBRRERREILABATERZE
A EBRESRaal TR - ol REIENRA  FhibRETREA
Wbk o '

F AL R E TR BN ALK MERM KR - B
BoOaMiaE R SRR R ETIERE - AREEARXET
ARAB G EME > LR R TH(ER 6 NEFA)  HA A B A
C MARDRT GARERAREN TR o Bt o RIS i SR R AR E
A E BAER o DT R IE AR A AT 6 PR B AR R SRR AR A8 o AR MR T
TH %5 BRI BALRBR AR Bl KE  RERA RARE OB
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B BRaFER - Rk b d b P RAME o AWELHEGRREEE
ANEmALREY SR ABRETRZER - KA BRI - 8885 -
F AR I R B ERIREIR  REN R LB MEE
fo b o o BATIFA ASE R E S AL 7 Bl AR T £~ S JFEAF ki
% ﬁ@ﬁﬁﬁﬁﬁﬁ?ﬁxﬁ RKEZE - ZHEERBERE R

T RIF B - EHPAEKE 0 ERGRKE  FBENRAS L4k
MABERIER - ENAEARTRIABELMBEAREEERRA > B
IRGE I o A

Mérmip G R BEBFAE A=~ EHF N E R REMAR
HohmAdbhFEh BRZANRBENLE  BABAhN P REE
KREZERWEFQILRIBZ—  BEEARERA LBRAMNAERA -~ R~ &5 -
FREE 2L PHERSE 0 RIBHEB - Mafl - Z b &R ~ BIMG -
%%&~ﬁm&i$f°£ﬁﬁﬁﬁm%mniaﬁ’mam%%%z%ﬁﬂ:
Bei= > &3t~ KA ‘%ﬁé%ﬁ'}’% ~ M ERIRIEIR 0 ) B0 L fe 6 R o 7T A
WD E R EIE b RE > EHF B iR B UETETREBI -
&?lt%ﬂmﬁw%@ﬁmmﬁﬁ*%“?’%Mﬁw%%%ﬁm&%ﬁ%
AAER RAOAAROERAEKXKARABREY > LRAERAERREMY
Befall  RABERARTERGTEEERFYE - & FERAAATRED
32 3P K R P BS 8 kAR B BR(MCAO, middle cerebral artery occlusion) (2 #
¥, BA+T@)R R aRHBARTHR EERSBHGOT FAMST X HHFLE
imAﬁmnmﬁm%@mﬁwm%ﬁ%%ﬁﬂﬁﬁﬁ%ﬁ:ﬁuﬁﬁ%mm

815 AL Ak iz w5 sk — ﬁ%?%fﬂ&& 18432 B #2448 BARIE



N~ RS &

1. At EPAERAZ RS BbbicmpF > & GMP R KX AR FAHD -
RS- 5.0 g~ 4 2.5 EBFS0g N B 25¢-AH50g ABMFS0g
LRRF 452> A EMER ZREAABBRRBGRBRHERE » KA
Y FHARBRAE -

2. KB 9Bk 5o B 1B R/ 5 38 LBE X

 AREHERGEREMA KR 250-350 g (A4 Wistar) » 2% Longa ¥ A
(1989) Z F kAo sit54h o £ B 2L 3 % isoflurane (GE# 95 % O, %0 5 % CO,) A EE
Ao B RLBER 3 LA 2 % isoflurane 445 fRER - SRR B a PR WM > E A RI4EEE
#) Bk (right common carotid artery) * #F3A$)Ak (external carotid artery) ~ 233 %)
B% (internal carotid artery) » #% 14-17 mm & & 89 4-0 R #E 4 (nylon thread > AT3%
BRE—RBYE) SO ASHMRIBAZNAEAK &R B 858 & b KA
¥ $y 8k (right middle cerebral artery) 2[R (ischemia) > K144 44 0 £ A &
SREEEE o $APVIE A A 4T A B 3X(behavioral test » i 4o F) A3 K B RN AL 89
B ey B SR sk o 5 — NEHAR O BARER R R IR 4-0 RARKR AL IR BB
#i (reperfusion) Z &2 Bl & 3K o —+ v/ EH4% 0 ARG A BER T L —F &9 A o
FHBEPEAREBHEFLBE 37TC -

3. BEiE E B (infarct size) Z R E :

é‘»ﬂEBederson & Pittsi%i/\ (1986) 4 xR B » F_+w | \Fey kB
# 7H1% > 1& A chloral hydrate 200 mg/kg}"ﬁﬁﬁ‘-;‘g B MMEB R A BT 88 AL s R
oo Bz @dk R s2mmBEE o 22 % TTC (2, 3, 5-triphenyltetrazolium chloride)
B EITICTF & e30048% » FEBP A 10 % formaldehyde solutionBl & - fa X °
A1) h A ﬂ%ﬁ*ﬁ#&ﬂg A8 (leon Coolpix 5000) » 44 sA F1& » 7 #88 (Image-Pro
Plus) 3+ B B§42 R4 M2 B 4 tb (% infarction volume) » £+ Swanson ¥ A (1990)
zZ R LA&‘#F"B‘“*E—’&‘F‘J}% :

A RRIBEFIK (FHE) R<BEBHE

CERIASFIK (A8) BK
&ﬁ&MW’@$ (B— A)/B x100 %



4. AREFOABREEY BBk

RABYREEHIKG 0/ BERFHE O T2 % BEBESHEE 400
mg/kg K4 F.E (chloral hydrate)ho sA LB > H A 50-100 ml 2 PBS g K R £
FRATER  BHRACHERRBEBERRRE - KALERR  DNOHRT
ARG A R BRITA BB AT TR IS MR A > R3Imm 025 Ao BEARL

BERBEER S RRERIRANEMEN -70°C A - A& §-70°C =B
#%  # 4°C F poA lysis buffer (50 mM HEPES buffer, containing 100 mM KCl, 10
mM MgCl,, 10 mM NaH,PO,, EDTA 5 mM and protease inhibitors including
aprotinin 10 pg/ml, PMSF 1 mM, and leupeptin 10 pg/ml, and phosphatase inhibitors
including NaF 10 mM, sodium orthovanadate 1 mM and sodium pyrophosphate 5
mM) AuSHFE o 45 Bk 2 3 R 4°C ~ 10000 xg FEEG 30 548 0 s
IERE b ERARAEMN-T0°C © #8345 % 4k Bradford(1976)y F it s X B G E 4
2 A0k E%&EG (bovine serum albumin, BSA) A AZ & & o

BERREZBRIFZAEEZ @BAZEH Ry U5 TRB LS o6 x
sample loading dye (350 mM Tris-base, 30 % Glycerol, 350 mM SDS, 175 pyM
bromophenol blue, 600 mM DTT, pH 6.8) % -2 4) » #4100 Chuh #5448 » £ %
& Hdenaturetd > RFENAKLE DS54 UBLFE B BETHELEZTSYE
AR Fh A4 CFR#iR5000 rpméko545484H A © A0 % SDS gel »
running buffer (25 mM Tris-base, 192 mM Glycerol, 0.1 % SDS, pH 8.3)'F » $4200
V/80 mA#A4TEkpdk - 54488 B B M transfer buffer (1 M Tris-base, 20 %
methanol, 150 mM glycine, pH 8.3)7F » £A70 V/300 mA BATE A EI NG EB
A bz % &% # 4% % nitrocellulose membrane (NC; Hybond-C) &, polyvinylidene
fluoride microporous membrane (PVDF; Hybond-P)% & - ki 4 #4885 822 M 24 C
éﬁblocking buffer (5 % non-fat milk, 10 mM Tris-base, 100 mM NaCl, 0.1 % Tween
20, pH 7.5) % - & %404-481% > A TBST (10 mM Tris-base, 100 mM NaCl, 0.1 %
Tween 20, pH 7.5 .) FRBABIR > BR1054 0 2% o N — RHLA (primary
antibody) * N E R TFTHERERA2NF - LATBSTH A EFR @R » HRT75%8
ZHEBOANBRLAE horsere{dish peroxidase (HRP) &) — & 41 8 (secondary
antibody) * W B F RGN > BUTBSTH A ABm R > HRT54 - &HE
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& A % # R J& #lenhanced chemiluminescence (ECL) Western blotting detection
reagént RERBRL RARZFAEHERREL - REBRBREOKE R FREA
TG AR AR 247 A (Bio-1D version 99)F o #f R ’

5. 8 RNA ERRAZ &

4 %) 4% sham-control &4 %2 K & > AP KBSS AP E B# R F 4574 24 /)
B5UE 51 B & 400 mg/kg sk A & & (chloral hydrate)fv sA fh & 4% » #] B PBS #
50-100 ml WA EHBER B2 G R FRLF > MORERE BB EE
FRERHIAIT » SLRKEIRAE R P AAH#-T0°C 4777 B4 B RNA 8% >
FAF Z ATER 2 B3R & K AR A # 4°C F o w1 ml/100 mg TRIZOL Reagent %
BRI LR 455 5 4805 0 45 12000xg 7 4°C B 10 4048 » Bl E 5k
FBTFHES 548 Ava 0.2 ml chloroform/l ml TRIZOL Reagent » 3 4§38 % 4
oo RIZARES IS RN EBTHE 3 #42 » £A 12000xg # 4°C T i< 15
N REREIMRLETHRE  LEAEFKESRNA TRALERABE S
DNA RE&E » N SERE EiEik S H =% eppendorf & 0.5 ml » 4 %] huA 0.5 ml
isopropyl alcohl/1 ml TRIZOL reagent » /B Fo3bRE3 %N TR FT#H E 10 448
1% > 1£ A 12000xg 7 4°C F &< 10 448 » RNA € 4 eppendorf & 3315 m%, gel-like
ey e 0 & LiFERIE > mAZE Y 1 ml 75 % ethanol (34 0.001% DEPC-H,0 &
99.5 % & 7K ;B 4% B M X )/1 ml TRIZOL reagent > ;243 & #4415 A 7500xg # 4°C
Tas 10 248 0 Bk EFRE 0 BRI RNA LR AL  wA4 RNAse 2%
B 7k DEPC-H,0 i RNA 725 /1% % & 10 242 8> & RNA £ microcuvette
% 4% A GeneQuant Pro 2 #7 1% 54 260/280 nm Z j& & & 18 84 & RNA 2 4 5 f1
R o R Rk EARTEN-TOCHA - |
6. R¥4&- 45844 R B (Reverse transcription-polymerse chain reaction ;

RT-PCR)
#& B8 Super Script One-step RT-PCR with Platinum Taq Kit (Invitrogen) A i# 4T
o - | |
(a) Pre-PCR(I &8 % L 81 R JE AT 5 90) B 4 cDNA 8 R385 6 A5 30 °
# 50°C F RE 30 548 » T #5455 RNA R #4% % cDNA > B# 95°C RAE 3
48 0 4% cDNA & B 3RAe AR B 2 A BN PCR KK BA2 F -

11



(b) PCR amplification(%& A R J&) : |
HBAN 95°C TR 30 # > #E4% cDNA 4R A AERKE » Bo A
L 62°C R 63°C R JE 40 £V i# 47 anneal preimers #) $)4% » 4 primers 5 _E cDNA »
B 72°C RME 40 #4% cDNA @47 L 8915 » b AHE 95°C EHIAN =S
BoA—BER L EHA0EHE  BEARE —BERBRORE
(c) Final extension( 1% — B /&R R JE) -
BB T2'CRES née B —ERRZIALHHELE RE > B2 4°CLR
WA AB% cDNA B2 £ 2 RMAMBFRIEN-80°C -
7. AR AR B D BBERELE I F0i

1B 4% 1984 £ Sato&Ohshima &) & /% e A5 E > ICR /s 8(15-20 g):A chloral
hydrate (400 mg/kg)Ao A fhBF > VIR BB REA — KB A R ey g d - EXER
AR T £ H5EEIke % % K 47 fluorescein sodium (15 mM) » = 44874
#] A Epiilumination 4 %> &9 — B F4F R B3 B A4 £:38 dichroic mirrow(DMS505,
Nikon) 27 7 35 (B-2A)7E 48 % £ /1 7 520 nm #9565 2.4 » BB 47 R o B 9k
$AK(# 30-40 um) > BB E G EBAME AT E RRE 220 R LT R RE
A A AR @A HE fluorescein sodium 4 H & 4 — s FMh T B b A » RHER
BN Rl R MR SRR R Al 0 AR AR T AR 89 BF R R34S
By A EREES

8. WMist : LRAME ~ Wi - YT AR
$%%z%%aﬁ%%iﬁ@wmmx&&tm¢axmm§%Mﬁw%
FREEIME > BEAER KRIES S (1) K& FHIEH A (sham
group) ~ (2) B BI(RAEEAERBK) 44 - 3) MRAIKE F(10 g/kg/day)bk
trmiyizia ~ (4) MR FHEEQ0 ghe/day)pkérwayiea - ME LG T @R
Ko B A2 T A R B R
9. HB A |
R S A T3 (12 B3R £ (mean + SEM)AT » 4] @ A Mki w5y
Mz ey E R > JEE ST Student’s t-test L& AT 5 TEBR N F B &Y %3t BY
24 one-way ANOVA £ &3t 547 - %8 E £ £ %] > B 1% Newman-Keuls 7 % th %
XmPleg 2R M X P<005S R EATHERNYER o
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8% |
(=) KB —AFTED  FABRARMCWYH 1.2 & 24 gkeg/day TH %

B> MCAO Faf eI BE3R15 E > BRI G E DR TN wA LI EER
(B— B) > $hécminimTH & & L ARREABME &30 5] MCAO F 47 18 A #9 B 31
BE -

(=) AERAAELDNE 3181 BB B B i AR BT A 0 AR BAT B BA P
A& T h i dh 5 HE ey a2 R St B P RIFITHR - hewmihn iy
16 mg/g =T & 24 09 3& & d A T Ak, B B o

(2)~sbsh BAA A MREEREER ML OH ZH 0 MREEREOE
W B = A PETHIEYFQR0 & 40 pg/ml) T F 2k e #) collagen (1 pg/ml)
Sl ey MRBRERE Bl = B PHIKITE RET THheawhZA ERELAR
A8 B e dp ) o [ R ©

(@) #ETREMERAG BN ZEXTELE FGEERAR TR
R, Bl HAER > MCAO $4i#k#) X R AR HIF-1a » TNF-o ~ iNOS &
active caspase-3 #) &k LA ABAG M w> MBRAR B EMML LSS 1.2 B 24
g/kg/day S B FFHT AKX AR EA i1 #4309 4] HIF-1a ~ TNF-o ~ iNOS &

active caspase-3 89 & 3], °
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B HE

EhAT R AE L KB T S Bk E PR E/ B A X(MCAO)$ 4 T SR AR
KR EHREBEIR Wistar RALBFM2% > S Bafair T80 AR %5
RERAHOGLERE  ALAMBENERANABIZI=1T EATLE—HHETR
BXEATIT  FABRARELFE LW F(1.2 & 2.4 g/kg/day) & 4T MCAO
FHrEyRA - BATHEI R BAOREERER > FABRERS Bl wih 5
FEEHRM AR BEBaERZHKARGKIMREAER(B—) SELERHE-
EEAFAETETREZRGARTY MM FTRE D R IRH A
AP ARFG IS T a0 & RABEANL B2~ B bk w5 5T AE 69 B SRR AR 1) -

BT RAUR N Rt B R K 315 R AT AR e 09 455 60 4 o
WA BB R m N S ELER Y HEEAAM T 62(E =)
iﬁ%%%ﬁmﬁ%ﬁ%ﬁ’ﬁM%%EW%%@%¢ﬁ%R%$ﬁkﬁi%
@ BT RRFZRAM A I > AW RIBEA TR T hem
MBI BT  « EAE S PR ke AR B T AT S
BEE G B2 MR E R MBS RER YA R —
WA BR-EEEEARGAEARER  Rawh A nHBEE G
3B R R AR 50 VAL BB 0 SRAPT IR A Mk A v 4 5 3 ) AR
WA TG SRR E S 32 MR A -

Bl w88~ 0 A #4T MCAO Fiiey K & - £ ABs4a 4 + HIF-1a ~ TNF- a%ﬂ
iINOS &4 R R B34 % AR o MEBR R E H Ebicwihi5(1.2 & 2.4 g/kg/day)
MERFHAR  BHRars > B MCAO 3| #05 TR Feh &AM A AR
B3P HIR R 5 sbsh 0 X ATOIRR L T ARG N0 B Bk A & 5] 3F HIF-1 8938 4o
(Bergeron et al., 2000) > # HIF-1 &R b &Y 3] 3¢ HIF-1o6948 £ L MR & HIF-1 &)
7& £ (Sharp and Bernaudin, 2004) - /&4t &y HIF-1 @ & 4 %] hypoxia response
elements (HRE)_L » i% g, TNF-a.fv iNOS 89 X & % 32.(Chu et al., 2008; Matrone et al.,
2004) » ko TNF-o 7% =T 24 3] 2% INOS &4 & 4 (Heneka et al., 1998) » @ iNOS #rit
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R NO XKEAL €Ayt t R A2 G active caspase-3 &
# 3.(Chung et al., 2001; Stewart and Heales, 2003) » £ LA 3% 1132 B Bk 42 w9 49 35 T A
R & diph HIF-lagh &3 #miky T TNF-ofe INOS &9 & & - 145 NO X &
AREAR > M T tafe A A2 K G active caspase-3 B &k 3, iE 3| 4% 3 1 4e
BeL ek ) B B4 F B9 R o
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2~ SRR

Poir Py H e A AP MCAO FHAT ik W) BE 3R 45 & » o 4%
BERTRARG LI AR2ER RWH HIF-lath KRR R - 3186
TREEIHFERERTRAGGER > BT ALIZRE &
FERALSBOBAKLELARARE  BABRAHEARNTIRA
o RIARSAHERERRBARH > RisAEpig o

.

L AR EHEABRAARKLETBREABAHEHR

CCMP-97-RD-008)3% 4t 42 % % 8h » 48 A3t RI4F SURA T A& » 455t
Bl e

2 B A WSS MR R v TR RN R -
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Figure 1. Effect of Tao Hong Si Wu TANG on MCAO-induced cerebral ischemia
in rats.

A. MCAOF #1424/ et R A RBEBR B Epo k0 h & UBBR RSG5 T d
B Emoadyhwa () kT TR a0 (b) BRiEH A (o)
FHRATRBELAER O RS T HmH (1.2 gkg/day)da - (d) ~ F4#5 AT 18
RAERBRORL T minE24 gke/day)a - TSR EHEH0L A%

B. B304 F @A 4T

A. Coronal sections of TTC-stained brains in 24 h after MCAO-reperfusion rats.
Cerebral infarction in (a) sham-operated (sham, n=3) or MCAO-repeffusion rats
is from representative animals that received (b) solvent (solvent; normal saline,
n=6) (c) Tao Hong Si Wu TANG (1.2 g/kg/déy, n=3) oral administration or (d)
Tao Hong Si Wu TANG (2.4 g/kg/day, n=3) oral administration.

B. Infarction volume statistical graph. Data are presented as the infarct volume for

each animal in the group as well as the means + S.E.M. "P<0.01 and " P<
0.001 as compared with the solvent-treated group.
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Figure 2. Effect of Tao Hong Si Wu TANG on fluorescein sodium-induced
platelet thrombi in mesenteric microvessels of mice.
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For the thrombotic experiments of platelet plug formation, mice were administered
sovent control (normal saline) or Tao Hong Si Wu TANG (3.2 and 16 mg/g), after
which the mesenteric venules were then selected for irradiation to produce
microthrombus formation. Data of the bar graphs are presented as the means+S.E.M.
of the occlusion time (s) for inducing platelet plug formation (n=4). **P<0.01
compared with the individual solvent control group.
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Figure 3. Effect of Tao Hong Si Wu TANG on collagen-induced aggregation in
human platelet suspensions.
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Platelets were preincubated with Tao Hong Si Wu TANG (20 and 40 pg/ml) and

stirred for 3 min then collagen (1 pg/ml) was added to trigger the platelet

aggregation. The profiles are representative examples of five similar experiments.

B. Concentration-inhibition statistical graph of Tao Hong Si Wu TANG on collagen
induced platelet aggregation

>
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Figure 4. Effect of Tao Hong Si Wu TANG on MCAOQO-induced HIF-1a, TNF-a,

iNOS and active caspase-3 expression.’
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Fresh brains from sham-operated (sham) or solvent-treated (normal saline (N.S.)),
and Tao Hong Si Wu TANG (1.2 and 2.4 g/kg/day)-treated rats were removed then
homogenized, and centrifuged. The supernatant (50 pg protein) was then subjected to
SDS-PAGE, and transferred onto membranes for analysis of HIF-1a, TNF-a, iNOS
and active caspase-3 expression. Equal -loading in each lane is demonstrated by
similar intensities of a-tubulin. The profiles are representative examples of three
similar experiments.
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