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EXAXHE

Aim: Antivenom is an immunotherapeutic agent; it quakty pivotal determinant for successful treatnwént
shakebite. Cobratoxin (CTX), a long-chaimeurotoxin whose influence on antigen-presentieis {APCs)
remains largely unclear. In this study, the infleesiof CTX and adjuvant on the expressions oflgu&ms in

two types of APCs, dendritic cells and macrophage® investigated.

Methods: Anti-CTX antibody was induced by injection of CTX €TX with adjuvant including complete
Freund’s adjuvant (CFA), S6233 and T2684 in B6 midee levels of Anti-CTX antibody were determined b
ELISA at various times. Tumor necrosis facto(TNF-u), interferon-  (INF), and interleukifO (IL-10)
levels in serum were determined by ELISA. The esgi@n of IL-10 in APCs was further determined by
immunohistochemistry (IHC). Bone marrow-derived Dé&3sl macrophages were used to examine the CTX

effects on IL-10 expression and APCs activation.

Results: CFA and S6233 as CTX adjuvant induced higher ami&@ntibody than venom alone or T2684.
CTX subcutaneously injection caused increase innsdevels of TNFa, INF, and IL-10. CTX treatment
alone can also activate DCs by evidence of indnatiotCD86 and cytosolic calcium-dependent phosplask
A, (CPLAy). CTX induced NF-kB (p65 subunit) phosphorylation cultured APCs. CTX induced IL-10
expression in APCs demonstrated in vitro and i vimportantly, the CTX-induced IL-10 was preventsd

adjuvant CFA and S6233 as well as NF-kB inhibi®K50).

Conclusion: These observations indicate that CFA and S6233Tas &ljuvant can induce higher titer of
antivenom. These observations also suggest thaadtien of CTX on IL-10 induction may reduce APCs

function and adjuvant that prevents IL-10 inducgdCid X is important for producing high quality argivom.
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P F fif X BB — H BRI R F IR X BT RIERE] - AR
War A — R EROEGERAY BATHN LR FMEERR 2R b
e CAPCS) 1 R BABR o AR50 £ B IR 3T B ¥8 35 $14E B AL B R da i,
(dendritic cell) #2E *4%a s (macrophage N > 4o {7 % a3t £ 9 R 3
WmELR 2R e B E L

BT i SHRALE 3 5 T 8 3 TNF-a, INF, and IL-104 £ 37, - &2 414
FB5pe 1 — H 75 1LCD 86 F#uCPLA, 89 2 B E A E A M B R BILE 23,
ey ThRe o F BB ESRAFRERTH T NF-KB sifgfbdt IL-10%
#, > 3t LANF-KB inhibitor (SNSOJT £ # #4block IL-10% 5, -

4 R8T CFA fu S62337 T H iRt tb i H A A S N ERE  H &
LA S62331% | £ & o i — S AR A # € 5] 45 IL-10 69 R 3R 0 45 B
TR EZRHmIBA A > AEB R TR RALERHFE 4 IL-10 > 3Rt
FRER@iehre  FIRFHAIFE X RELEREIK > RREE—FER
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WG BN EIE BB KGR T XA B ILRERE > B

i
(47

AT ARy LA FF 1B 0 28 F Rk B AR 3R RO BR 4% B VLR T F 5 B
C XA E WA A S o

dn X SRR AT R G e AT R d 6.2 (1904-1938F )
Tz 4.6 (1965-1971% ) & 2.4 (1986-1994) iz HE @ B #7%
RAR G RIEHE B R 5 E B AR 09 4% (P Fo U g K 3E 60TU/mL)
[5-6] Bub AR A %k 5 %A AR SIUR M6 B R & LRIE 6
B & AR MmAR % b %75 4% 4 Complete and Incomplete Freund’s adjuvants
(CFAIIFA) & e E s B3 AG R B X - WA & B MRS [8-9].
A—FARFTRFRASE ZORFFALRIRE AT REGRE B
B hoik % BT R Tk 4 -

i Montanide groupe. 28 B B4 &l 2 A & éh 6 Bs B R B 3L ey
BT TR R R ERMAIFEER 2R TG RRRIE  ERAE
s R M [10) 0 £+ 24 ISA 206 (water-inoil-water emulsions W/O/W),
IMS 3012 (agueous based) and ISA 25 (oil-in-waieulsions O/W) f& o #
7% (FMD) B L 3 4 3 B By 2 & (Rhodococcus equi) #4 7% # Bk s F A4 18
£y A [11-13] - 125 B A S5 A E & R E R AU F 0 F 8

WREE > RLAtE B o947 FRE R RRAT 2% 4£ % Freund's



adjuvantta & - TRAMBE ER RRT A > F Rk BN LRAER > F
B3 AR RAR ST R R SR S 6 B 3R KRB ~ Bl L eysAdE - B

AR EATEBIRE 0 F B - BT RRME R K -



Rk
(=) Bmaa
REaa it 50 £ R IE R (LRMAREBEATZ RIKE ) K K%L B
MRS R 4 B 55 A
Ad: BIaWHRE AR BRZIAEBKETER TS -
B AR ABRAFGREIR R4 %7%1% % (Complete Freund’s
adjuvants BATRFIR £k ZAF LA
Ca: ERIER BRAEMGEFIRRMLER S6233 % & 2 AF £ s -
Dt : fE AILR BRI HF IR BALE] T2684 %7 2 AF ¥R A -
FREHAAEIRZE  MESREANEARUET  BE LA LR

0.2mL[13] - BETE—K 0 BRIES

NS

g Rkbd 6 B &

e —BRERY 0 FRRKE FFofigg 118 -

(=) -RELRZH G
W RBEAT— R LA pH 6.8 X BhEL A I R BB RAFRERE R 1

% EKR - B 0.22umiEREiBIE o RFALTEZUREEAN 2.9 KT
B (glutaraldehyde GA): {fsc#H45%F GA X HLEEH 023 - #H
we 1 ek > ZRIAGEBHKRET > R EARHE 4C B

(E)- R ERGHHZARRE

1 B2 Pratanaphon et alfr Barnett et al.gy ZFE 2 £ 152 R 560 %
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R [5,10] > 7% :

- L R @A R BEE + o dT B BE
++ PEREK - ARER +H+ BEREIE - AREA
(m9) ~ Hul 2R R 2 ik
ELISA 35

& Af % B % (coating) # 96 7L# b - 24 PBS-T buffer( 0.05% Tween
20) Pk ==k » swA 200ul /well & blocking buffer ( PBS containing 1%
BSA) - # 37°C &4k 1 /85> 4 blocking buffer #r > & Ao Ak 1:100
HEYEIAIE (2mlmouse serum+ 198 ml PBSE A A 3w HE £ 96
FAAEF > A 37C BAE 1 8% > Bl PBS-T  bufferiv e — %44 fo A=
#L goat anti-mouse 1gG peroxidase conjugatiuted in PBS (1:5000), 100
uiwell) » #» 37°C Btk 1 /8% > B APBS-T bufferiv st 3-5 548 > #
# %4830+ su A 100ul of Substrate Solution (TMB)# % /% (18° to 25°C)
TEASREREL 10 5480 24 A stop solution (1M Phosporic Acid;

HsPQy) ui4= kA » 4% 24 ELISA & F4k3FBUL & 450 nm & K4

LR AR Al R
(1) HAhn=x



A& g A 0.IM pHE.82 i BE S A R B R R EEHER &
—EHBRB R TES 12-14% EE AR 3% 5 % 0.2ML- #.5% 48
INBF o kst B B3 R H &K E SR ] & (minimal lethal dose MLD) -

(2) HideH o F MG R A
EhikEmF L 0.IM pH6.8 2 Bt A R B RHBR L EEH
Bk B—MEAEERR 0.6mL YA 0.2mL 4 4MLD = FifisFER&
0.6 ML &4 » % 37C K E 60 5484 > RETFFRE - A AT
5 12-14 & aR 3 &0 &% 0.2mL- 8% 48 \BF - &4kt
TEHRGEEEHE > B EHABE -

(3) # A HEB
Bl HF o F PR BRI 54 0510 & 1L.5MLD z#®#%
BB AR TES 12-14 &g aR 3 Eh%E (1) Bl Es 1.0 &
1.5MLD = & REAIET -

(4) B EF K

%%4& (U/mL)=4 MLD/0.2 mL x o 3% # EB1& 3 -

(E) BF Bo%%

bz AR am il 8% HEWE+ I mEd — RAMEEIEE R > £ER
200 R4 T T hn it 90—120 44 » 2 4% L Coomassie blueg &
AoV &xaE EAREN -

itz LB BEaE Bkt - #1A Semi—phor ¥ X B - &G
BHhnaB eSS 2 o B4R L > o N 5% FUAE W7k T R e B
o E#& 30 481500 0.19¢ Tween20/PBSi# ik 2 12 A A 438 il % # 12
R EIRENEERE L - £ 37C fREAEFAER 2 b X 0.1%
Tween20/PBSH = R R AR R &S Z IR - WwABEHEZ HRP—



conjugated goat antimouse#u g% - £ 37C 124 P4%EH 1 vaF 4 0.1
% Tween20/PBSE R =RRFHRALEESZIHE - & TMB Eng s
L BE 510 & FHEERAUNERT RKAFEER L » BB
EEH -

(X))~ BER cytokines ® B2 ELISA &3

FEEATR TS 24 oz 0 e/ BsiF P d ELISA fmR1% TNFo -
IFN-y FolL-10848 B %1t - & %4> 96 LML E R T L 56 B 184 B & 167
&8 E M FE2 anti-IL-10 capture mAb (diluted in sterile PBS)0L@d with
1:60 dilution £ 4C Fa&R RJIE - B EAT{E A ELISA F2t4&k > 4 0.05%
Tween20 / PBEPBST20) Ak k4B 2 HifE 5 R - K% A 1% BSA/PBS
#47 Block > 37C R JE¥ /N85 > Fk 3 k1% > Aw Ak PBS-T 2038 % #
B2 AR R RaEtks  MEN 37C FEBT =& Fk 3R> B
AN R FIu B =RIvEE B KB A LB £ 45 4 52 ( Rabbit anti-mouse 1gG
HRP)% 37C fRig# ¥ RE— o5 Fik 3 Ref&ifk £5FLF /v 100m
OPD ( o—phenylenediamine dishydrochlorifle % % & #% > &K BN % /585
Ko ZE&RIE 25 o480 2 ELISA BbEFEREK 450nm & 650nm %

WAE e

() 2B tmpiteEe
E "% o fn fo bt % e i & o B6 /)N BLBY R B P PR - B ERAF o 4£ A isoflurane ik
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BrZ N BIRSAAEM iR R 8478 RT R T AR E 8 % ahénsk -
DMEM-F12 mediun# A\ 7 58 F - WL & F a4 fn it E# 100 x 15 mmeay
DMEM-F123z & £+ > b2 R X X & mn A 20% heat-inactivated fetal

bovine serum (FBS), 1% L-glutamine, 1% HEPES andd/énl recombinant
mouse M-CSF for inducing macrophage and (R & D &ws) 10 ng/ml
recombinant mouse GM-CSF for inducing dendritidscet™ 5% CQ ~37°C

s ETRAE 7 X - #4K% 4x10/ml 4 £ serum free DMEM-F12
medium 44 > B Av A5 R E T &4 o B % info R & e oL lysis buffer
(150pL/35mm well, &4 20 mM HEPES (pH 7.4), 1% SDS, 150 mM

NaCl, 1 mM EGTA, 5 mM3-glycerophosphate, 10 mM sodium pyrophosphate,
10 mM sodium fluoride, 100M sodium orthovanadate, 1@/mL leupeptin,

and 10ug/mL aprotinin) ¥ » 14 Bk ERAE 15 548 - 244 45 thta il

KA igsr SDS-PAGEEFZ B E E4 > AL #H A ZE PVDF B L
(Millipore, Bedford, MA, USA) » {2478 F BE A F REE—LE
#:EMR CD86 v cPLA;(Santa Cruz Biotechnology);p65 Ser536 (1:500

dilution; 93H1; Cell Signaling Technology) and k#adqSigma, St. Louis, MO,
USA)> —3tiE A 1gG-HRP secondary antibody (Santa Cruz Biotechmglo

mZ &4 40:%EMA ECLreagent (Amersham, Arlington Heights, IL, USA)
s H R e o> DMEM-F1232 % 5 k24 oo o AseH 44 2 4% 185 #
B 16 /[ Bf > Bl 10% L FmiF i 5% fd-hig B E 1N 55 e
A IL-10 #= CD 86 s F4/8047%¢ ( Santa Cruz BiotechnologQyit 174 & #

&, > & LA rhodamine-conjugated goat anti-mouse IgG antibgdy
FITC-conjugated goat anti-rabbit IgG antibo@d$:500; Santa Cruz

Biotechnology M B TREAF 1 /65 L AR LIAMBER K -

10



GORS X% 21 3 3.3

AR BHIE R B AR R TAaKA > sASH = F XRE > B
DA BEAEEATE K - HF L 10% L F o iF K £60 548 > lwA—E
#4°C fa ik - 3% wA =% rhodamine-conjugatel] FITC-conjugated:, &
¥k & & (1:500 dilution; Chemicon, Temecula, GA: - B L atissiE

e

TEE o

(A)~ &t o
A BB T E £ 2R EHRZ 0 th# ANOVA R Al @iz & P

value /7 0.05 AR A% EAZEZMEE -
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X

(=) LR HZIARRAE

ARERY » 2REWIEIG AR IS IR A BB > BH 24 /B
NIRRT SHERE G R RAEFH NAFELNBER L RARERE &
HRE B+

(=)~ FBEE A Tk
(1) ELISA (in vitro)

AT R F =B AR HIREAL100Ng ZATE AR EZR > F
RE A 100ng B 7T RIEHRHFRSF AL RER OB REA =ZF4E > @
F e H R A 200 nguA BB o R SR A 1F 4 %R 42 Bl LA S6233
TR OB R BB B G R RS RIS T2684E Bl 62 R¥F > £ 3B

8T — 5 0 F b SR S623380 2 R o AE R 4 IR 1 I -

R FBEE o FREIREAL S0NgRRE A 2R T RIES NGRS
G R TR LR 6233 9 R - BB IS F RIS HF RS T2684
RS —AF o £ IR B BE > 7T RIEHIREA 25 NguTBr A AR £ 4 FR
AR EHIFRS SO2IMME A B REN AT X FRERE B
50 NguA b B - ESHESHEF RSB S62333 R A4 bR L Bl ey R

ENBARSE AL 12 b e B S6233F 485 % £FEAEE 1.54% o
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25— Immune 2 weeks
30 PBS /% .
’ Venom Jb I
25 “"""“"E Freund + Venom i
£ §6233+ ¥enon |
= 20F ] 2684 + Venom 0o -
] 1 ;
% | | 0
8 45+
o
1.04 [ ]
o8
0.5 i a ﬁ
0.0 ! g g i. . T T T
1 5 110 25 St LU i} H
Yenom Concentration
25— Immune <4 weeks
PBS
A0 [
Venom & ;
25| ._._._..._.JE Freund + Venom O : ‘ ........
] 56233+ Venon @
S 20 e ggevenom[] e O
= = ] g [
% : : O
=} L
= 15 ®
O
10k A E_ ______
g 0
0.5 ﬁ
0.0 ! g a Q ;l i A s
1 a5 m 5 Sl LU il ]} 4
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25— Immune & weeks
PBS |
30— !
H Yemom & |
25 """"""E Freund + ¥eovm O i . ! ........
= %6233+ Venom @ ! (o)
= 20— b agRa s venon [ O [ T
w; i 1
2 18 o o
1.0 F Y
2 a
05—
8 f B A
0.0 g 1 ] A A 45 A
1

A 1 25 Sl 10 2k i

¥enomn Concentration

Fig. 1. Thereactivity of polyvalet antivenom with the cobratoxin was
assessed using EL I SA. ELISA representative calibration curve shows that

optical densities are correlated to venom conctotra Optical densities

13



from three separate assays were combined (n=10).
(2) iR Z (in vivo)
UNAFERBAHFEALREREEZE AMLD 2 FERRNIHHHE - BN
37C ERANRIE  #FEMER 1 10> BUETELHEE 12~14 7
z ICR /IR > R 48 /|BF > S &skEmR B o S EFBBUE -
Venom alone <40 u/mL Freund + venom 60 u/mL

S6233 + venom 60 u/mL T2684 + venorh <40 u/mL

BB E R AR S6233 R HERASIESKALE BB REAE S (60 u/ml)
&R o

(Z)-EBFBBE
fE B R 10 mg 2 F ki T SDS-PAGE #: % 5 485k £ sl fbsk 4
BEE o R i B2 (RS 1:5000) 1 42 & A SIE A o
BREREANBAPNE G E UK HFRASER S62381F - L& R A

RAE ELISA Z & R84 -
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Fig. 2: Thereactivity of polyvalet antivenom with the cobratoxin was
assessed using immunaoblotting. Immunoblot analysis of the
immunlogical reactivity of anti-venom antibody tolbratoxin. Venom
samples (10 mg) were fractionated by SDS-PAGE hedttansferred to
nitrocellulose membranes and incubated with antiewe antibody from
mice immunized for 4 wks (dilution 1:5000). The f@io patterns were
developed using horseraddish peroxidase rabbitigatg (dilution

1:5000) and ECL reagent.

(w )~ 2R ELISA % & B #] cytokines &3

EE SR FOBZ R 0Eik ELISA Bl Ef&E+ IFN-y- TNFa #2

IL10 2B o &5 2550 IFN-y 52 TNF-0 2 BE AR5 4 3 5 R 45
# S6233 > F A4 B R > WERAER T2684 Fig. 3% Fig.

4) > BHEstwE o M IL-10 2R Z R E4F AT w48 & (Fig. 5) ¢
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Fig. 3: IFN-ylevelsin the serum of B6 mice. Mice were S.C. injection with
cobratoxin or cobratoxin combining with various adjuvants for 4 wks performed as

immune schedule. The concentrations of IFN-g in serum were determined with

ELISA kits. Data represent the mean+SB10).
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Fig. 4: TNF-a levelsin the serum of B6 mice. Mice were S.C. injection with
cobratoxin or cobratoxin combining with various adjuvants for 4 wks performed as

immune schedule. The concentrations of TNF-a in serum were determined V8t EL

kits. Data represent the mean+Si310).
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Fig. 5: IL-10 levelsin the serum of B6 mice. Mice were S.C. injection
with cobratoxin or cobratoxin combining with varadjuvants for 4
wks performed as immune schedule. The concentsatbh_-10 in
serum were determined with ELISA kits. Data repnésiee mean+SD
(n=10). *P < 0.01versus venom alone. *P < 0.05versus venom alone.

*** P < (0.001versus venom alone.
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(R)~XBEFRERERaBILELEARTR 28 B8 E 1L

A CD 861k A4 /R Z R 4a o ELgAR3e » A B B 2B AR K ta e
oo A REGEE e $ A dose-depentent mann@rk I 1248 B ¥ 4a
E RAl&bELER (B CD 86 AR Rimfa s B IFLaR ) SREH

¥ % 50 ng/ml s Bp <] detect®] CD 864 #5% % 3, (Fig. 6) »

0 5 25 50 100 1000 (ng)

CDS8o6 »
e
1]
=
—_
=
=
L]
g
B-actin “
CDS86 »
=
=]
=
H
=]
=
=
]
=
p-actin i

Fig. 6: Cobra venom dose-dependently enhances the levels of dendritic activation
marker, CD86. Cells were treated with different doses of cobra venom as indicated
for 24 h. Immunoblot results are from a representative experiment performed in
triplicate with b-actin as loading control. To examine the specificity 3&€D

induction observed in dendritic cells, macrophages was treated by differentdlosage

venom and had no such effect.
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LA R Lg% &% 187 CD 86 #1 CPLA, A3, - & RE T ImARFH
B Bt Réafla ) CD 86 2 CPLA R R ER B BAREXI B Rimfo %
W o WHRBEZATAEITZ AN BEEERBES - HETE RRKHE
aloneBp T Bt R m e 7F4L (Fig. 7) »

Untreated Cobra venom

CD86

merged merged ’

&

Fig. 7. Cobra venom enhancesthe levelsof CD86 and cPLA2 in
dendritic cells. Cells were plated on coverslips and then lefteattd
(left) or incubated with 50 ng/ml venom (right) f&4h. CD86 (FITC) and
cPLA2 (rhodamine) were detected by immunofluoreseamicroscopy.
DNA was visualized with DAPI stain. Up-panels; anigl magnification,
400 X. lower panels; original magnification, 1000The

iImmunocytochemistry results confirmed immunoblgtaata (Fig. 6) and
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showed that corbra venom can activate culturedritendells.

NFEAE T BB A5 # NF-KB (p65) &9 &R RS Rm i B E 7K bm

B+ p65 & & 4 k5 % venom conch dose-depentent mannggE 44751k
(Fig. 8) »

0 5 25 50 100 (ng)
dendritic cells

p-p63

pos

macrophages

p-p63

posS

Fig. 8: Cobra venom dose-dependently induces the phosphorylation
of NF-kB subunit (p65) in dendritic cells and macrophages. Cells

were treated with different doses of cobra venommaisated for 2 hr.
Immunoblot results are from a representative exrpent performed in

triplicate with b-actin as loading control.
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B 7Lz % panel & kR B 2 ikt i (UT) > ¥ F panel% s 50
ng/ml ¥ #&4E A 24 /)N85 2 #Hik 4a f( Cobra venom: £ % panel? pretreat
NF-kB = #p#] %) (10 mM SN 50, 1 b & e 50 ng/ml x5 45 A 24 /) BF
Z HHk e R ARIE Z AR el &R D E IL-10; %A 50 ng/ml ¥
FH OB R@BEEARKE IL-10 43 F s A NF-KB 2 40 4] # (SN 50,)
1£1/a32] > 69 IL-10 (Fig. 9) - & R -~ > ¥85 7T At dd & NF-kB #9721t >

RFHEFIL-10 KA -

Cobra venom Cobra venom + SN-50

Fig. 9: Cobra venom inducesthe expression of 1L-10 in dendritic cells.
The effect is blocked by NF-kB inhibitor. Cells vegplated on coverslips
and then left untreated or incubated with 50 ng/@mnlom for 24hr or
pretreated with inhibitors of NF-kB (10 mM SN50h)Lbefore exposure
to 50 ng/ml venom for further 24 hr. IL-10 (FITCpw detected by
immunofluorescence microscopy. DNA was visualizeith WAPI stain.
Original magnification, 400 X. The immunocytochetrygesults suggest
that cobra venom induces IL-10 expression by atitimaof transcription

factor NF-kB.
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+ARE+ A R R E ST A RILRE R EZER AL
salinetid4 ' B AL E ML H > M R@BRRE St RARE
IL-10 - %> C (AR HFRAB A LRER ) ~ D (R4 HR S S6233
KR Esmin P ey IL-10 B9 kKB ERD > MAE CEfRFRLES

1% T2684) H At R ta f 1 B v tm i P &9 IL-10 JR 2D w938 R S R BA % -

A saline B venom nuclei
L}

merged

C TFreund+venom D s6233+venom E T2684+venom

Fig. 10: Cobravenom induces|L-10 expression in dendritic cellsin
vivo. The effect on induction of IL-10 is markedly pretesh by Freund
incomplete adjuvant and S6233, but not by T2684g&® were S.C.
injection with cobratoxin or cobratoxin combiningtkvvarious adjuvants
for 6 wks performed as immune schedule. Subcutanigssues were
assayed by dual-immunofluorescence staining for@&(d@ndritic cell
marker;red) and IL-10 @reen). Nuclei were stained by Hoechst 33258

(shown in blue). Representative images are from three independent expeiimsents.
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in Fig. B is also showed at right panels that are superimpositions of nucleus, CD86
and IL-10 (original magnification, 1000X). Figs. A and B (original magniiica

200X), Figs. C-E (original magnification, 400X).

A saline B venom nuclei

-
x4 merged

-t

C Freund+venom D s6233+venom

Fig. 11: Cobra venom induces | L-10 expression in macrophagesin vivo. The

effect on induction of IL-10 is partially inhibited by Freund incomplete adjuvant and
S6233, but not by T2684. B6 mice were S.C. injection with cobratoxin or cobratoxin
combining with various adjuvants for 6 wks performed as immune schedule.
Subcutaneous tissues were assayed by dual-immunofluorescence stair#ig§@or
(macrophage markered) and IL-10 ¢reen). Nuclei were stained by Hoechst 33258
(shown in blue). Representative images are from three independent experimsents.
in Fig. B is also showed at right panels that are superimpositions of nucleus, F4/80
and IL-10 (original magnification, 1000X). Figs. A and B (original magntifoca

200X), Figs. C-E (original magnification, 400X).
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G X ]

PUBRAL AR FL RS R L AELISALE R 3] e BF BB B4 4o 0 S R4 0% 3
Z o WRNBECHEE LR EREN LA M F R F R E
(S6233) i AW -

% oA ELISA B 8] cytokinesey £ 37, > £ %% $ W@l 2 & 0 BUF doiE 3R]
£ 2 IFN-y, TNFos IL10 22 B > & 243, > IFN-y 2 TNF-oz & )i
AR By ¥e s i A fn ) S6233 > HRAv 4 R F > HERAE
%] T2684 > B 4t o A ARey & IL-10 2R B R ESFE AT R H 4 R o
IFN-yX 2/ R A F/LE%@ie > M TNF-aQR| £ R A ES e ok
cytokine - #3542 % alone sk, ;L Fv K [F) 84 1& H| 34 7] 35 & pb i #& cytokiness)
ok ROoRAREIUR Rty EIL 0 KA BN HILH A AR E A
HeA IL-10 A —# X emppisk Rt R 2R @ie F 497510
HHIRE EFHEATRAEARR - AR ALS e &7k — 5y akR - IR
FrEeFEIL- 10 AR g ERECRBIH L RRE

SRR Af #8571 3 v CD 8670 CPLA, & 5> &+ B sHerfh & (R
Ao NAEE]) BT E A R émhe 0 7 AR E F AR 1 NF-KB i — 544 0%
At s 3B e N H Hp 4] %] 7T BA B8 block IL 108y &3, » Ba-r #3355 IL-10
BRI > 7T RE A B A5 B NF-KB AT g g

3y ARt Z 42 invivo A& in vitro condition® 3 B AR AL 15 ke 4 B B A 7E1L
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