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ABSTRACT

Effects of Samul-Tang Extract on Vascular Endothelial
Cells from Hydrogen Peroxide-induced Injury
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This study i1s designed to investigate the effects of Samul—Tang extract on the
response of lactic dehydrogenase (LDH) release, cellular activity, lipid peroxidation,
DNA synthesis and the changes of total protein of bovine pulmonary artery endothelial

cells(PAEC) from hydrogen peroxide (H202) ~induced injury.
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The results are as follows :

1. Samul-Tang significantly decreased H:0;—~induced release of LDH from injured

bovine PAEC.

[\

bovine PAEC.

. Samul—-Tang significantly repressed HzO.—induced cellular activity from injured

3. Samul—-Tang significantly repressed HyOz—induced lipid peroxidation from injured

bovine PAEC.

4. Samul—Tang significantly stimulated DNA synthesis in bovine PAEC.
5. Samul—Tang significantly repressed H»Oz—induced changes of total protein volume

from injured bovine PAEC.

Above results suggest that Samul—Tang can protect bovine PAEC from H:Os—induced

injury. These results can be effectively applied to the prevention and cure of

cardiovascular and cerebrovascular diseases.

Key Words : Samul-Tang extract(SMT), vascular endothelial cell, pulmonary artery
endothelial cells(PAEC), hydrogen peroxide (H:O.)
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< |z Aog ke oy @ vl #
S hydrogen peroxide (H.0x) Z 8fHE &2
IEINE P siel  #¢Giske] lactic dehy -
drogenase (LDH) #ith 2 G, lipid perox -
idation, DNA &, RUEAHE GutlEe] &t =
3 M RO flYiste] HES MRE

Qg7ie) Hhiske oIt

. g5 Mk 2 HiEk

1. #¥

1) #EAE

A0 WHENE  mAYREE AlEAE (bovine pul -
monary artery endothelial cell line) & Amer -
ican Tissue Type Culture(ATTC)E A3t
ST MilE 37°C, 5% CO» #53%HolA
A EdA wF ML (subculture) SFHA]
Wiekelch HeEe M-199 HobE [Essie,
10% 4-u]53 23 fetal bovine serum(F -
BS)# 1 mM/L giutamine, 500 U/md penicillin
3 20pg/ml streptomycing FHwdte] LHEHA
oh, ffEe e ATTCERE MiEE MA
3 i% 53]oA 128 AtolollA (FFISIZI O, sk
“niee] monolayerse N HLEBARMSE (phase mi -
croscope) ol &Jste] MM MRS B
abe (i Hsklch

2)

K grsmol (EAISH e ARES (EH
sy Dol gkt on, #pE EEASK
ailig fskiol A BEEREke] (S, LS A

“w% e oed 2ok

mmE &AM

WRL $EL %
DR Rehmanniae Radix Preparat 12¢
- - Angelicae Gigantis Radix 129
St Paconiae Radix Alba 8¢
g Cnidii Rhizoma 6g
#&(Total amount) 38g

2. iiE

1) #Re AR

v 500gS 3,000md &K B EAE
giaTe] 41 Yz g Fastel 24 3¢ 4
d7lz dAgg # Pzhr7]1, 3,000rpmelA 20

. REE Mol R3] Al 0.22
i pore] AF}AZ odutEste] BREE AT
o} (FAsACh

2) fmfmol H/E

Bovine pulmonary artery endothelial cell
lineS WAl 37C, 5% CO» HEFEaselA M
sagste A WA 75 of Eetiae] s&sh
wx 7|2  pulmonary artery endothelial
cell(PAEC) #iikrE 0.05% trypsin® 0.02%
EDTA B¥ O trypsinizationdlo] Wigs & 1
Z Quz pEdled 0.1% trypan blueE a3}
T RSN Fol M hemocytometerE FUMISEH
o] WIS HE MEsAch dolole MY =
AE A #, #WEKIL 1-1.5%10°cells/ne7}

TE ERKRS FIAS] sl MY M
e 6wells, 24wells, 96wells® flat bottom?2]
plateo] &4 AolM 37T, 5% CO: 3o £
#8Ach. 4ilast platedl X confluency?t HEF
A3 el M—199 kel s it o
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2] R sl welld Hindl FUck 1 #
37C, 5% COz &AM 16A1 T4 #H&ES
# well2¥E 1% MEWS TR HHEERS
%8t #IfEE Ham’'s Balanced Salt Solut -
ion(HBSS) & FIAIste) 23 #hisstdct 1 @
of 62.5uM3 125uM HuOz0 2417+ 447

3) LDH release assay

el Hikg RISt ssEs T 62.5 pMI}
125 M HxO.0 ssitste fefbel & B &
33l 24 wellsol ¥#3H PAECZREH BEEN
2 U EE LDHY levelg MEsIATh 4417
F9F H202¢) B # % wells2%E] HBSS
BERS 7ot 4T BHIAT. MY mo-
nolayers® Img/m¢ digitonin®® 1A]7} = 3
7TCoA st MMES R % MRS
FAsA FA% HBSS #83 digitonin £8
o] AAE 509t FA7IAY LD(Gilford) 1.0
mE 4ol 30T, 340nmellA Gilford Impact
400EE Fifstd amEsilod, MEREs
o 2o

lactic acid + NAD* — pyrwvic acid + NADH + H*
)
LD

a2 R WHEE LDHY #HE&L g9
A& FHstel 238t

LDH activity in . HBSS/{LDH
activity + LDH activity in
digitonin)

Percent release =

4) Bm EE BES st
say
Mosmann £°79) Hg okzb W¥sto] HiE

8hgitt. PAECE 4A17 5% Ho0:0 BHITH #
96wellse] A& #%&2] MlES HBSS i@l
2 stk AokSly #lfES] mitochondria
dehydrogenase®l 2j&] 3-(4,5—dimethy! thi-
azol—2-yl)—2,5~diphenyltetrazolium bromide
(MTT)7} spectrophotometer® MIFE #fgsh
blue formazan product® cellular reduction
' Rl Bt MTT assayE ®isilch %
KRN MBS K8 & £HAEKY &
S MTT BROEFREE log/mnd) (Sigma Co.,
MO., US.A) & % wellol 100u® ¥3 37T
M 4AIZE B REEAZ & 10% SDS ## 100
wE Hmstel formazan crystalo]l BEEES
3 1% &% EBEMHNA WS 37CAA 12
AZE Bb #EEst Y, MELE formazan crystal&
wEst?) f1ste] plateg & EE #% ELISA
reader (Molecular Devices, US.A)E 620 nm
oA FREE WIESISIT

5) Lipid peroxidation

PAECE 2A17 &<t H.0u0 EBHE #% 6
wellsel] Y& &&2) MIEES EHKS KkEsHy
-20TCe) Ra#stdct MHES] monolayers® sc -
raperg FIAste] REsty kg BERL
o] BET MEE HIRKRS HBSS 8w &2
thiobarbituric acid reactive substances{TBA
-RS)E @iEsty 1 #LE BEson, ik
149 TBARSS) #LE Yagi S°V9 Hikol o)st
of #ESHch EfetH 12N HuSOs 2.0meet
10% phosphotungstic acid 0.3m¢E HBSS EiF
w3 MREEsEel st 108 o #ilel i
B3 & TBA reagent(a mixture of equal
volumes of 0.67% TBA aquoeus solution and
glacial acetic acid) 1.0mE W34t REERKS
95T iliolAl 608 T mASIGod, 32&
£ A#% ¥ n-butanol 4.0mE ML K
RS 30x ¢ KRB # 2,000rpmelA 10



2 E¢ d48Y3s o8 n-butanoll#E
i 515nm exictation® &7 553nm°ﬂ*‘1 e
wikg MAetel mEshlth. AUENEEE tet -
aehxpropane2 2 #H|$ Eﬂfﬁa‘”‘*»} H) ¥ 8}
Al keksd et

brakst

6) Assay for *{Hl-thymidine incorpo -
rion into DNA

AEE trypsinization®® ¥ # 10% FBSE
L3 M-199 sagwel  Fmmsiel 1x10°
cells/m Q) s x43to] 48 wells platedl] #
&3k 2047 &t 37C, 5% CO. ki#&zsol
H £ e M-199 KOS 28] kst

I 2% FBSE X¥e M-199 HEKOE w%
B S MRS fuleel mstich Y[H]
hymidine incorporationg HT3l7] $3le] 2 &
plate® 37T, 5% CO. K#EEEAM 90F F9 o
143k g 1 xCi P[H) -thymidine® & wello]
st plate® 37T, 5% CO, #:gEesolA 64
7 S &SI % wellE HBSSE #Htstn
10% trichloroacetic acid{TCA) 0.5m=E 4Te]
A 308 B 2HEAY 10% TCAE BrEkdtn
0.2N NaOHe} =21 0.1% SDS #%B# 0.5mE %
welloll Jstsith DNAE wfigst7] flsted 60T
oA 2A17F FoF #5ESIICE BMEE  liquid
scintillation cocktail 10miet E%3F radioa -

tivityE liquid scintillation counterZ Fiff3le]
mlEstRoH, LE BMAE AT 294 EiEs)
At

7) BEBE SlE AE

Sulforhodamine B(SRB) H#i%Ee M7t &
W3 MEEES MEsE HECE SRBE Al
£ e BEMoz A7t £ BERIEMAA
&S Jie] 50% cold TCAE 50ub/well® fn
&t mﬂo,zrﬁ 10%) #3sHAl st 4CelA 14

T wd wAsty ZEE Fd 8 MRE o

Pkt AEAZ 58 #dlm WA 1%
acetic acid®l] BMAT 0.4% SRB B 5040
fwellE e FimelM 3087 $eEd % 1%
acetic acid2 53] kst #EHH ¥ Rufo
e BREsch Mg B ARAN % 10
mM/L unbuffered tris(hydroxy) aminometha -
ne(Tris base) 150E SRB—bound proteing
2 BmA7)D ELISA reader® FIHISIY 540
nmol A WOEES WEsk3l o

8) #tit BRIE

RS EY] HEHEIEE Mac Stat View TM +
5122 FIA3le) student’s t—testo} 3}
B0 £H2 MeantSEZE sHSith

. B8y AR

1. PAECQ| LDH FHHoll DjX|= /28

PAECE H.0.8 84 %S 39 Ho0:o #
RS2 LDHZE sk 28 2 5+ I
) B3] H.O, 65uM= 125 M EEY HE
BolA 31.612.77% 524%39% W$ HEH
(p<0.01) %Y= #mE UEFRTH(Table 1).

Table |. DOSE RESPONSE of H,0,~INDUCED LDH

RELEASE from PAEC

H:02
Concentration| 0 20 65 125 250

{uM)
LDH Release |12.3+1.117.6%1.131.612,152.413.156.8%4.
(% of total) 1 5 Tex Qs 2ex

Confluent PAEC monolayers in 24 well culture plates were
incubated with various concentrations of H,0» in HBSS for 4
hrs. The reaction was stopped by removing the HBSS and
adding digitonin(img/mf) to each well. Both HBSS and digitonin
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fractions were assayed for LDH activity. % release = LDH in
HBSS/ILDH in HBSS + LDH in digitonin]. The value represents
the meantSE of 6 samples. P value denotes the difference
from control . *+, p<0.01.

ol2|3l MilkiEEC e NE LDHY HiNE
9 w2 ar 7k 6AI7F E9t9) H.0.9 o
2 o AEM(E<0.0D) YA vERGTH(Table
m.

Table 1. TIME COURSE of Hy0,~INDUCED LDH RELEASE
from PAEC

[+
Experimental LDH Release{% of total)

Group( uM)

thr 2 hrs 4 hrs 6 hrs

CONT 111514 | 132512 | 165216

62.5 8.4£0.9 | 21.311.8+ {41.4£3.1++|56.514 5+«

125 8.7£1.0|27.521.9++|65.614.7++(72.4£5.7++

CONT : Ho0; concentration of QuM.

Cell monolayers were incubated with Hy02(62 5uM, 1254M)
for the time intervals as shown. Both HBSS and digitonin
fractions were assayed for LDH release. The value represents
the meantSE of 6 samples. P value denotes the difference

from control ; *, p<0.05 ; =+, p<0.01.

H0:9) @2 FEsls LDHS HWihol %t
i il WRE AT s it
were RIS wole HWIEECZAM LDH &
el & #EE Hols 5 Utk mips Yy
£ 125p/meolX 150ug/mee] BE7HA PAECS}
&7l 167417 59 preincubationdld H0.E #
g3t HEFolX = LDHY fiHol AA W st=
AL B YUt 53] mis whibY 50ug/me
PLEe] oA HEM(p<0.05, p<0.0D)SlE &
RE YepdtH(Table D).

Table Il. EFFECT of SAMUL-TANG(SMT) EXTRACT on
H:0,~INDUCED RELEASE of LOH

40, LDH Release(% of control)
Concentration SMT SMT Sur SMT SMT SM1
100.0ug/ | 150.0
(M) | Ount | 1250/t ] 25.0uy/nt | 50.Osgfrnd ml‘“ d“"’/
CONT  |11.4£1.0111.2£0.6/12.720.9{10.7£0.9|11.7+1.1{12.121.2

21.422.5|120.1£1.7/10.2£0.8|9.3+0.6+

* 123 t *

62.5 36.5£2.5/27.121.9

38.612.912031.7(17.521.4

* % 11

125 57.8:3.9(51.8£4.1(48.73.1

CONT : Ho02 concentration of 0uM.

Confluent cells were preincubated with various conc -
entrations of Samul-Tang (SMT) extract for 16 hris washed and
then incubated with Hp0,(62.5uM, 125uM) for 4 hrs. The value
represents the meantSE of 6 samples. P value denotes the
difference from control value at O point of the individual curve ;
+, p<0.05 © *+, p<0.01.

2. PAECS| EME nlxl= ¥

MRz ae) RSO Bingd wek 620
nmellAl MTTS] W&} A #indte 2L &
F AU 24A]7ke] sl = 2 A 4R
B%E Jeldch 22l fiiee #mE 244703
96A1ZF Alole]l EMEEE  #ZEIUCH(Table
).

Table IV. CORRELATION between THE NUMBER of ENDOC -
THELIAL CELLS and MTT ABSORBANCE

Number of Cells MTT Absorbance(620 nm)

(x10° per well)

24 hrs 48 hrs 72 hrs 96 hrs
1.0 0.11+0.0210.24£0.02{0.25£0.0210.31£0.03
2.0 0.23£0.03/0.28+0.04{0.30£0.0410.64+0.07

4.0 0.32+0.03)0.52+0.06{0.63+0.07|0.93£0.09
8.0 0.54%0.04]0.74+0.08]0.88+0.10{1.19£0.09
16.0 0.71£0.06{0.89+0.00{1.04£0.09] 1.27+0.11
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PAEC monolayers al concentrations  of  750-15,000
cells/well were seeded in 96 well plates and incubated for 24,
48, 72 and 96 hrs, respectively. After culture medium was
removed, MTT(final concentration of 0.4 my/ml) was added to all
wells. Plates were incubated at 37°C for 5 hrs, developed and
MTT absorbance was measured al 620 nm. The value

represents the meantSE of 6 samples.

Ho0.S shs gk s Misel itk
JE7F 435 (p<0.05, p<O.0D) AUA WA AL,
B3] 441703 6AIZel olefdt KMES HEM
(p<0.05, p<0.01) A UEF=kThH(Table V, VD).

Table V. DOSE RESPONSE of H20,—INDUCED DAMAGE
of CELL VIABILITY

CONT * Hx0» concentration of OuM.

Cell monolayers in 96 well plates were incubated with
H,02(50 M, 100uM) for the time intervals as shown. MTT
assay was carried out to measure the cell viability. The value
represents the meanSE of 6 samples. P value denotes the

difference from control ; *, p<0.05 : ==, p<0.01.

paypis HhitYS Spg/mie] BREEANA 160ue/m
o b ek Y},..‘Toﬂf‘if Mg <
W7y JEREA ekgkow, 0,50 M# 100 ¢
M EER RS 1"1‘5@1%0“*15 S Wb
7t vl W) B e WE MRS
s 2 5 SUich 550 il kbt RO
40ug/md LA EY o RN (p<O.05, p<0.0D) S =
BEE Uebith(Table VID.

He )
Concentiation(1 | MTT Absorbance(620 nm) Decreas.mg .Rate of Cel

" Viabiity (%)

CONT 1434012 ~ Table VI EFFECT of SAMUL-TANG(SMT) EXTRACT on

% 138013 6.99 Ho0,—INDUCED DAMAGE of CELL VIABILITY

50 0.91£0.10+ 29.4 Concentration MTT Absorbance(620 nm)

200 0.26£0.04%+ 81.8 EX(raC((ug/mﬂ) HZOE Ol-lM H202 SO#M H202 100eM
CONT : Hy0; concentration of QM. CONT 1312011 | 0512004 | 0172001
Monolayers in 96 well culture plates were incubated with

various concentiations of HaOq in HBSS for 4 hrs. After wells 5 1.33+0.12 0.56x0.05 0.21%0.01
were washed with HBSS, MTT assay was performed to 10 1.3520.14 | 0.60%0.05 | 0.23+0.02
determine the cell viability, The value represents the mean®SE ‘
of 6 samples. P value denotes the difference from control 5 « 2 1.40£0.15 | 0.74+0.04+ | 026%0.03
p0.05 ¢ +=, pQ.01. 40 1.49%0.13 § 1.03£0.10++ | 0.3410.04«
80 1.5420.14 | 1.11£0.11++ | 0.8510.07++«
Table Vi. TIME COURSE of H,0,-INDUCED DAMAGE of
CELL VIABILITY 160 1.6920.16 | 1.1420.10%+ 0,97i0.10**J
c HaO: MTT Absorbance(620 nm) CONT : Samul~Tang(SMT} extract concentration of Qgg/nl.
oncentration . . ) )

(M) 1 2 hrs 4 hes 6 hrs PAEC monolayers were preincubated with various conc

12011 |1.43£0.14 | 1,39 £0 | 40012 entrations of Samui~Tang{SMT) extract for 16 hrs washed and

CONT | 1.81£0.11) 1432004 13920111 140002 ) o e ubated with HOo(504M, 100M) or HBSS for 4 s,

50 1.25+0.09 | 1.21£0.12 0'92?0'10 0~87f0'09 After washing, cell viability was measured by MTT assay. The
+0.0g | 0-780.08 0.25+0.04 | 0.26+0.03 value represents the mean®SE of 6 samples. P value denotes

100 1112009 * ** bl the difference from control & *, p<0.05 ; +=, p<Q.01.
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3. PAECZe] o] x|
= g

Hz02 25 uMollA 200« M BEE PAECY &
st HBSSS kMol TBARSY #ffo| #
kA =o} Ml HEEMLE By & Y
ok 50xM ELES] EEdM 100% LEe o]
B EME(p<0.01) A& TBARSY #IEE et
o, E3] 2A17km 4AIZjA ol HEH:
(p<O.0D G S YEFITH(Table VI, IX).

lipid peroxidationo|

Tabie V. DOSE RESPONSE of H,0,~INDUCED
LIPID PEROXIDATION of PAEC

He0p ,
Conceriuation( TBARS(pmol/10°cells) Degéﬁa\j;;‘g“m:)m

HM)
CONT 381121 -

25 30.31+24 31

50 75.71£5.8%x 98.7

100 93.6+7.6%» 145.6

200 89.518.1x+ 134.9

CONT : H:0, concentration of QM.

Menolayers in 6 well culture plates were incubated with
various concentrations of He0; for 2 trs. HBSS fraction was
collected and the cell viability was measured by thiobarbituric
acid(TBA) fluorometric assay. TBA reactive substances(TBARS)
are expressed as pmol/106cells based on a standard curve of
telraethoxypropane. The value represents the meantSE of 6
samples. P value denotes the difference from control ; ##,
p€0.01.

Table IX. TIME COURSE of H:0,~INDUCED LIPID PERO-
XIDATION of PAEC

| HO, TBARS(pmol/10°cells)
Concentrat
ion{ M) Omn| 1hr 2 hrs 4 fys 6 hrs
53.1%4| 53.3+4| %6.7¢ 561+ | 54.4%
CONT | 3 |a3s |37 45
50 62415} 73.9+7| 126.5% | 130.219| 745+
.2 A 9.8+ Grx 6.1
100 89.618| 90.1+8] 143.5% | 157.641| 98.4%
5+ 5* 1135+ | 1.99x 8.9+

CONT : H,0; concentration of 0 uM.

Confluent cells in 6 well plates were incubated with HaQ»(50
#M, 1002M) for the time intervals as shown, HBSS fraction
was delermined with TBA fluorometric assay. The value
represents the meantSE of 6 samples. P value denotes the

difference from control : », p<0.05 ; *+, p<0.01.

Hz0.9] ®EGIo] 1ty it fyests
< wo= TBARSY #n 418 B 5 9o
s fhiivpol MlEEC 2 R IEEBRL L
8BS v kol TBARSY WE7F Wil §3
He Ag #@ssldn, HOE #BEstye o iy
W% S preincubationdt EEE)A = Iy
WG it BESNY wel  H,0.0 m@|e
F#¥ TBARSS #Ho] Mg milwmel i
KEFCE FEM (00.05, p<O.01)YA FWbs
tH(Table X).

Table X. EFFECT of SAMUL-TANG(SMT} EXTRACT on H.Q,
INDUCED LIPID PEROXIDATION of PAEC

Concentration TBARS {pmol/10°cells)
CONT 41.613.5 16741135 | 182.6%13.5
10 40.5£3.4 | 15241121 164.8%12.5
20 41.8£3.5 146.1£9.9 151112131
40 42.31£3.9 1186%8.7« | 133.2+11.3¢
80 4.2%3.7 64.415.6%« 68.816.1+x
160 41.9+31 56.524.1x% | 574524

CONT : Samul~Tang(SMT) extract concentration of Oug/ml.

Confluent PAEC monolayers were incubated with various
concentrations of Samul-Tang(SMT) extract for 16 hrs washed
and then incubated with Hx02(504M, 100M) or HBSS for 2
hrs. TBARS in HBSS fraction was determined. The value
represents the meantSE of 6 samples. P value denotes the
difference from control ; =, p<0.05 ; *+, p<0.01.

4. PAEC2| DNA &m0l Olx& p&
Mm% i RES Bl el i
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o 7t AAZ WhEkE 2 (p<0.01), #EaEe
s filEe) el Y fhilge] IREHKE
o2 #iEM(p<0.05, p<0.0D)UA HWindtdch
(Table XD.

Table Xi. DOSE RESPONSE of SAMUL-TANG(SMT) EXT
R-ACT on THE 3[H]-THYMIDINE ACTIVITY of

PAEC
Concentration Dose Response of SMT on PAEC
of SMT R | .
Extract (ug/n) Celis/mi{% of control) 1*[H] cpm{% of control)
CONT 100 100
5 111.3%9.2 76.115.7
10 120.3110.2 82.0%6.9
20 183.7£14.3#« 132.6£11.3+
40 232.6£16.2¢% 138.4£0 5%+
80 275.7£18.3%+ 143.4£10.3*+
160 323.5£25. 1+ 151.5%12.8++

CONT : Samul-Tang(SMT) extract concentration of Oug/md.

Increasing concentration up to 160ug/m! of SamulTang(SMT)
extract was used for stimulation experiments on PAEC in
microtiter plates filled with M~199 and 2% FBS and inocuiated
with 104 cells/well. A control containing M—199 and 2% FBS
was included. 3[Hl~thymidine was added as described earlier,
after 90 hrs of incubation with the test samples. The cells were
counted 6 hrs later and the DNA was extracted. Tests were
done 6 times and the mean was calculated. The value
represents the mean:SE of 6 samples. P value denotes the
ditference from control ; *, p<0.05 ; ++, p<0.01.

5. HO0 elet #RERHE
#itol alX= &
thost RS H.0.9) #LE FHES PAECY
BEAH ARES Bk H0:9 RERM w
gt HEMIA Wdste HEE JElY. 539
H,02 50 M3} 100 4M EEA MESE 4K
o] u}-¢ FEM (00D UA B sIATH Table

X0).

BRES

Table XI. DOSE RESPONSE of H,0.-INDUCED TOTAL
PROTEIN SYNTHESIS of PAEC

H,0» Concentration{ zM) Total Protein{% of control})
CONT 100
25 956164
50 58.4%4.6++
100 46.814 1+
200 46.414 7+«

CONT : Ho0; concentration of OuM.

Monolayers in 6 well culture plates were incubated with
various concentrations of H;0z for 2 hrs. The cell proteins were
measured by SRB assay. The change of totai protein is
expressed as % of control, The value represents the mean+SE
of 6 samples. P value denotes the difference from control ; #+,

p<0.01.

HuOz REE A1ZHe] #{Lo] wE MEAHE G/
B #be H.0: EH 447 %9 BEAE2
g ot W AEEE<.0D A B
3= BdHE ok (Table X ).

Table XMHi. TIME COURSE of Hx0,~INDUCED TOTAL PR-
OTE!N SYNTHESIS of PAEC

Ha0; Total Protein(% of control)
Concentratio
n(uM) 0t 1 hr 2 s 4 s 8 brs
50 100 815254 | 75.425.8¢ {57.2x46++ | 58.7%6.3+
100 100 76.426.1» | 71.526.2¢ | 51,448+ | 51,727 1»

Confluent cells in 6 well plates were incubated with
Ho0x(50 M, 100uM) for the time intervals as shown.
The cell proteins were measured by SRB a'ssay‘ The
change of total protein is expressed as % of control.
The value represents the mean*SE of 6 samples. P
value denotes the difference from control ; *, p<0.05 ;
* p<0.01.
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poig S R el wet H.0.2 B
de AGHE AMEY A @RED gXs
‘mame VESF Wigshs B JeErdd &
HEATEO A = WIS PAECY @ESES) &K
go] WA s FEI E Aol Mt i
HIHe RS WM s BEGE SHE
WA ST 4B (p<0.05, p<0.01) YA HIS)
= 52 JepdtH(Table XIV ).

Table X V. EFFECT of SAMUL-TANG(SMT) EXTRACT on
THE CHANGES of TOTAL PROTEIN VOLUME
INDUCED by H.0z

Concentration Total Protein(% of control)
ot SMT
Extract(ug/mf) Ha02 0uM | He0» 50uM | Ho0p 100uM
CONT 100 59.4+43 52.8£4.3
10 100 621152 57.8%6.1
20 100 65.816.1 61.5£53
40 100 72.818.1 68.56.2¢
80 100 78.1£4.6+ | 754157+
160 100 82.1£5.4« | 80.315.54+

CONT : Samul-Tang(SMT) extract concentration of Oug/mf.

Confluent PAEC monolayers were incubated with various
concentrations of Samul-Tang(SMT) extract for 4 hrs washed
and then incubated with H02(504M, 1004M) or HBSS for 2
hrs. The cell proteins were measured by SRB assay. The
change of total protein is expressed as % of control. The value
represents the meantSE of 6 samples. P value denotes the
difference from the group of SMT Oug/mf ; *, p<0.05 | =+,

p<0.01.
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