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439 1 poa JE(Sepsis) ~ fmre k= (apoptosis) ~ ¥ % ~ 7= F(mortality)
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mre AE o pd AEE) g e feBE R AREFF RSB P WF S ARG AL

U L R T 0 Gl & R fm e e R nfeh Honk F AERE -

BT F S A P e &= (apoptosis) © Wﬁt”i‘ﬂg P E Y €A LTk
B = XE RN Flo Birfre g PR G AT e ak o w2 - V¥
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L_f’fxl%%"’a T T AT BT 0 T a2 BT A e
Fobo mie k= XPF S FF g HP @ p’ﬁ bcl-2 gene family ~ caspase

inhibitors ~ NF- x B ~ Fas/CD95 ~ TNF-R1 ~ TRAIL-R1 ~ TRAIL-R2 #2445 - bel-2 % ¢
Gore A f oo g i FAY bA-2 7 AAE H SRR A RFR TP B ek
TR el R AT R K BRI FOR Rl SR
% X o cagpaseinhibitor ¥ f# 0k T dmie 4 e fme A= o NF-x B A X F RiEARY 2
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Sepsisisthe leading cause of death in many intensive care units (1). The Centersfor
Disease Control estimated that over 500,000 people develop sepsis and 175,000 die annually
in the United States alone (1). Recently, apoptosis has been identified as an important cause
of lymphocyte cell death in sepsis (2—4). Sepsis resultsin activation of numerous
proinflammatory mediators, which may damage cells and result in organ injury. A major
focus of sepsis research has been the development of antiinflammatory strategies, e.g.,
antiendotoxin or anticytokine agents (5). If a hyperinflammatory state exists,apoptosis may
be beneficial to the host by eliminating lymphocytes that produce excessive proinflammatory
cytokines (4, 5).Conversely, lymphocyte apoptosis may be harmful in sepsis by causing
depletion of lymphocytes that are essential for defense against invading microorganisms (4,
5).

Apoptosisis modulated by many factors,including bcl-2 gene family,caspase
inhibitors,NF- x B,FassfCD95,TNF-R1, TRAIL-R1 and TRAIL-R2.Bcl-2 which contains both
pro- and antiapoptotic members (6-8). The protein product Bcl-2 can prevent apoptotic cell
death from awide array of adverse stimuli, including hypoxia, serum and growth factor
withdrawal, glucocorticoids, and ionizing irradi-ation, among others (9, 10).Casepase
inhibitors prevent lymphocyte apoptosis and protect mice from sepsis-induced death.NF- k£ B

plays apivota rolein inflammatory process and in cell survival.
Fas/CD95 had been evoked in experimental or human sepsis,but others such as
TNF-R1,TRAIL-R1 or TRAIL-R2 have not been studied at present time.

The present experiments are performed to determine whether Herb drug and their pure
compoud could prevent sepsis-induced lymphocyte apoptosis. Survival studies are also
undertaken to show whether prevention of lymphocyte apoptosis could result in an
improvement in surviva in aclinically relevant animal model of sepsis.
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B W F JEPF > € 5lAs P Mk (Septicshock) 2 5 & B F # v & ¥ g i #F¥F[Multiple Organ
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oo B ¥R A AF o T me = X T FEF G #2353 bel-2 gene
family ~ caspaselnhlbltors\NF-/fB\ Fas/CD95 ~ TNF-R1 =734 47 ©

APHRBE? BEH - 20 By FHRRL RS EOM T ek AR T
s 4e i bel-2~ TNF-a ~ Faslig % & i3 fap » 75 P Biohped g2 b2
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Prat 0 @ 175000 ehk 5+ = [11]- i3k > @ R L dpdiimie b= AT g2 p & F 6P
R o PFF wre = hE B84 [19-23] -

wre k= (apoptosis) s v A - fap Rehd LiEAE 0 4 U T "m’-’??%'ﬁ?*
(programmed cell death ; PCD ) » & # %z p # (cell suicide) [24-27] - % % 1951 # ¢ -Ld
Glucksmann L %3+ m e 5+ = mr—i—ﬂ,%@» Foe [28) - 2 t5 » 3+ 1972 # d Kerr - Searle fi s
fhimre 7= AN 5 el [29]) -

wrE v = e VA R A G ek (necrosis) frimfe k= (apoptosis) B & #F o w i@
B Al B e~ e A A A PR S p TRIEE S PR TR
Pleni# ~ SUR M2 Pk ~ 3 ie AL 3 ~ e oL B ~ P2 J]{‘ hE o A EARTE
e X F s [24]) -

T AR ERBFEWE e E ARG e P @t R 5
i\xﬁiﬁi@ff’%ﬂfl BN B o T kg a?rﬁ»*“m IR m"é’”*’*“ﬂl‘
B Bp AME A r‘%ﬁf'“ AR i BN ILE?F)@;;'IQ&- ’3]‘31“\ Ca® ik & H 4 o
I '“i‘a% R ”wmg FAe AR v FHAER PRERMNCERES R
¢ DNA’fﬁ‘»*’ff&P\ CEAP)ME R FEE A2 FFERYERS K A
AR AR IﬁH”b 174 DNA % + B3 (DNA ladder) - iz % # ¥ ¢ 50~300kb
D DNA PR e > 8- #2573 F 3 Hce 180~200 Bak A H T E P
BB ERYTEP)MERE =g ) [30]

FARE AR Al G B g L F BT o kS VORGP ( e

Z gl ucocort|c0|ds’ inflammatory cytokines such as tumor necrosis factor ( TNF) - prostanoids -
etc) #ti5 % [24-26> 31-33) - 3 kA7 0 AP R EH Y “]H:]‘( ;‘Hmaf M
i k= [19- 21> 34-35]) -

himie k= BT 0 S as 35 = <8 [24) (1) FasL/Fas 2 TNF/TNFR :
;“E}w FAFwwmende By ikl ERw% %= -(2)Bc-2family :
RS > X R (i B g e L@ﬂv‘?ﬁm“s—m.ié_i%f“ st gL
M aFwie k= £ 343 % [36]-(3) Caspasefamily @ L g4 F A m?e &= B f242 457 5
fAhkd > e EMLBE -HiFTwe = X o
4 FF3 k-
A~ ?5@;{@# :

¥ C57BL6/dmice » + 4 &2 & (a)(b) 258 % (c)(d) & 10 & » 94T #5577 !
(a) PBSH 5% ;(b) P ZF5ke-= % 5 F ;‘,’%‘;—ﬁ-i ~ % kg # (c) K.pneumonia § &
® 5 (d) K.pneumoniat+? #9F 'e-= 55w ~FF1 ~ ARG E S FREFNIE LA
ERER T Y BRI LG TR - ézp"..w(a.)f R f 2 PBS e (b)% = kA4 2 PBS;
E(c)ﬂ,grs ;1 5+ K.pneumonia (5x 10”)/0.5ml ; .(d.)?f %=1 %+ K.pneumonia ( 5x 10°) » 30 4 4
»le(a)is s PBSO.lc.c/lOg;:s.e_(b)"f% v &(025-0 1g/kg); &(c.) & 2 PBS; &(d) %
v % (0.25-010/Kg) ;& A B 12 ) FELS SRR o fER BT N ’JJ]‘L;P—T{ v — IR G 4«#@7 DNA
i DNA £ T - 304 88k 10/4&3 B R F e ke 7 HE stain 2 % [ =
¢ % (immunohistochemical assay) » L% caspase-3 chg it ; T RLAEF kL7 0 & %fr LK HJ]‘(.‘,\:H
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1 K.pneumonia > f§ 4 ¥zt o4 (% 05cCPBS § 5x10° i d) > @ 3% - B i g e
B4 oI spTE R chERA AR ALY 37 THrAELEE EIAZEFTAY 10°
7 10° BaoF  REALIMTTBREAY EFIRA ) FLEREY o mpFEkp L)
Turbidimetricassay %Rl % o * 05 % = 3 5x10" B 4w j7:1 PBS 4 3 % 4% &g (7 9092
PNLst s FralEp e 05 F A O PBSEBA IR HHLY Brgla e X o B
A bt 2 ¢ # (0.25-01gkg) £ A K12 LB B25 9'@ °

C~ e g

% blood agar (BAP) 32 % 18~24 /) p»t 37°C# % 45 » £ vt 2 (Beckman DU-640,
Spectrophotometer, Beckman Instruments,Somerset, N.J., U.SA.) 2 & ‘w 7k & °(ODgoo=1"
HmF ik B 5 5 1x10°CFUMmI) -

D~ 73 Btj{;'é‘_i‘_ 3 e P e E

After timeintervals, the mice are sacrificed and the thymusis removed and weighted using a
balance with an accuracy to 0.0001 g. Cell viability of the total population was estimated by the
trypan blue exclusion method, as described previoudly (8). Adding an equivalent volume of
trypan blue solution to an aliquot of resuspended cells. Stained and unstained cells were counted
in a hemacytometer. Mean values obtained represent data of triplicates from each separate
experiment.
E-DNA # &2 &1

B L ek f B m e DNA 77 2 dodi - 2 2 #05% o # Lysate & 4°C > 13,000
xg T 10448 73 DNA F Bt ik L& ProteinaseK (0.1 mg/ml) % 50C ™ 3 ¥
i & > £ 2 RNaseA (50ug/ml) 37°C * 2 5 30 4 45 - £ % 12 Phenol ~ Phenol/chlorofom/isoamyl
alcohol (25:24:1) %42 DNA » #X {¢ 12 50% isopropanol % glycogen(20ug) &% 20°C ™ £
T 30 B B-DNA Ui Ak o Lk 4 14 BOYOIFYHE ot ik~ 5g k0 £ %~ 10 pl (TrissHCI )-EDTA
B R o BFR LR FDNAEERT AR e 573 2mM EDTA>90 mM
Tris/lborate 2_ % =% (pH8.0) -~ 7 /c2 {& » #E %% 2 Ethidium bromide (1pg/ml) %4
£ 2 UV light stz -
F~ ,,‘sE..%‘i:)ﬁaE:':'.ﬁ%éEﬁ—HE stain

#-59 ’9?.3.9_37%‘3 12109 ¢ AR S HRE E 0 £ RGBSR TR T R e IR o Bk
A M P E o L HIE R 2 2R (BT )0 R F AT M RIS 2
B -
G~ itilwmes & -
Bk e BUfRZ| BT R A H:Tt RO T R T e 0 fm e * 3 5 1% BSA{r0.01%
PBS;&2% » fz . If 11 iM%k 11 ice-cold ammonium chloride3 f#. 5w % * PBSE &% » X {8
e r R e EFURIRE 0 o kP B Y AkB2 (s 0 B /HBSSHES oo 117 T
2% FCS* 0.1% NaNs2. HBSS:#-a ;5% © inim s )k B 23 B 5] 1x10° e/ 2 o 4 4 chimre 1)
Flowcytometry ( FACScan, Becto-Dickinson, Mountain View CA) & 4 47 #4-%g km % 2_ X ‘m#e R
Bep &R A % kK S 488nm - (Becton Dickinson).
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Expression of TLR2 and TLR4 in protease inhibitorstreated human monocyte with
SARS-spike protein. K.J. Lin', J. C-H Lin® K. Hanasawa®, T. Tani°. *Dept. Surgery, China
Medical University Hospital ,#2 Yu-Der Rd. Taichung, Taiwan . “Dept. Biochemistry, Universitiy
of Lethbridge, 4401 University Drive Lethbridge Alberta Canada. and *Dept. Surgery,Shiga
University of Medica Science, Otsu, Shiga,Japan.
IN1990, LPS was shown to bind to CD14 on the surface of mononuclear phagocytic cells.
Monocyte responsiveness to LPS is dependent upon CD14 and receptors of toll-like receptor (TLR)
family. Spike proteins of coronavirus, including the coronavirus that causes severe acute
respiratory syndrome (SARS), associate with cellular receptors to mediate infection of their target
cells. In our study, we investigated SARS-spike protein treated by protease
inhibitors(FOY, Futhan and urinastatin) in vitro, and the expression of TLR2 and TLR4 by flow
cytometry in human monocyte. Healthy human volunteers were enrolled in this study. Whole
blood was collected in CPT Vacutainer tubes, then monocytes were isolated by Percoll gradient.
We found that the express of TLR4 in human monocyte with SARS-spike protein treated by
protease inhibitors was not changed, but TLR2 was decreased about 10~20% .We aso find that
medium containing 10% FBS activated the expression of TLR2 in human monocytes.




