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Macrophage 264.7 cell 1] %2 dulbecco s minimum
eagle’ s medium (DMEM, 10% fetal bovine serum
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A& AFE-519 o1, macrophage 264.7 cell-2 24 well
plated]] 2 X 10%/well 2 5} 8+ 5% COz, 37°C o)A i
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hydrocortisone ©. &2 A3 #] & LPSE stimulationd}
hydrocortisone A 3 2] 7, 18] 1 £EE A g T
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o FTE 50, 100, 250, 500, 1,000 ug/mi 2,
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&+ad overnight incubation®: -, medium-S Zo}F%)
oo 3 RES sEERE A F AL Ay
LPS (100 ng/ml) 2 stimulation 3}91T}. TNF-a, IL-6+
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TNF-a, IL-6, IL-10%} 1L-1532] 3 %-& enzyme-linked
immuno-sorbent assay (ELISA) ¥ & A}2-3}9) ).
Plate (Nunc Maxisorp)®l| capture antibody & 25T,
overnight coating& 3+ ¥, plate’Z washing buffer2
washingd}$1th 1% BSA, 5% sucrose, 0.05% NaN>Z
F3rsl 3 91 = phosphate buffered saline(PBS) = 212
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2333 9 PBSE 348t PlateE ThA
washing@} & detection AbZ 2 2o A F A7+ vk
3} 1 plateE washing, streptavidin-horseradish
peroxidase 2 20827} 412 wll % F ThA| washingd} 5]
t}. Tetramethylbenzidine (TMB) substrate S X 713+
A2 2087t ¥-2-A] 71 & stop solution 2N H2S04)
© 2 9h3-g ), 450nme A ODZE 78 A

3. &4 XMz
TE X EE mean+SE 2 VJER 0 Stdent s
test2 B ato] p<0.05Y 73§ oA o) ki skt
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Cytokine ¥-¥) )| o 3}ed %% 9} hydrocortisone-2
g 2ol E B

48 = TNF-q, IL-6, IL-109] 3H]Zg A A7
B 182 238 FUHTE S8 FEE
1.9 21}, hydrocortisone-& TNF-¢, 1L-6, IL-10, IL-13
o BulEgg BE AR

1. TNF-a o 280 0| x| = L&

Macrophage cellol] LPS (100 ng/mh)Z # €] F- pro-
inflammatory cytokine2] TNF-a2] & 7 ol $E 7}
v X Y¢S ELISAZ 574 ¢ 237} ol # 9
ZATH(Table [ )(Fig1).

Hydrocortisone o} 4] &= o A} & hydrocortisone2]
5o g dte] TNFa7t GA 5 3 352 @ 5 3l
t}. Hydrocortisone®] 714 A% £91 10* M¥s ol A
gt oA g 77 vehtR] ekska, vl A 107,104, 10°,
10 M Z2}e) el f91%F po0l2 7213
A AAEHE GEPATE BRI = AP A
2.5 571x] £&KE e FX(50, 100, 250, 500, 1000 ug/
ml) 2504 TNF-a 7} f-28}A A= 32 itk 21
B} R Ao F£E TNFa o g &
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Table 1. Effects of Jacho on LPS-induced TNF-a in Macrophages 264.7

Treatment of cells TNF-a (pg/m))(Mean+ S.E)
Normal 27205 £ 572
LPS 2278.33 + 5247
LPS + hydrocortisone (10* M) 2208.00 4= 114.24
LPS + hydrocortisone (107 M) 1763.00 + 106.67**
LPS + hydrocortisone (10° M) 1559.33 + 84.99+%*
LPS + hydrocortisone (10° M) 1616.33 + 55.03**
LPS + hydrocortisone (10* M) 1269.50 + 101.43%*
LPS + Jacho (50 ug/ml) 1928.83 + 48.94%+
LPS + Jacho (100 ug/ml) 1952.33 + 67.61**
LPS + Jacho (250 ug/ml) 1743.20 + 225.73*
LPS + Jacho (500 ug/ml) 1982.17 + 82.48*
LPS + Jacho (1000 ug/ml) 1861.17 + 51.83**
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Fig. 1. Effects of Jacho on TNF-a by LPS-stimulated in macrophages 264.7

Cells were pretreated for 1 hour with drug. At the end of pretreatment, macrophage were incubated with LPS 100 ng/m! for 12 h
and media collected and analyzed as described under material and methods. Drugs were used 50, 100, 250, 500, 1000 ug/mi.
Hydrocortisones were used 10%, 107, 10°, 10°, 10* M. Data are presented as means * standard error. *p<0.05 and ** p<0.01
indicate statistically significant differences from the LPS-treated group.

A B S ol A S A Vet 2THTable [ )(Fig2).

1, & FEIt 250 wg/mio A AR Bt 4R Hydrocortisone 10°* M- E ol 4 &= IL-67} 23] £
ZATh B KL INFe o U@ A Zae Az oail S7iekelom 100 Mgl A= A a3}
hydrocortisone 10° M3} 107 M Alo] HE o] =9} & ggioem 109 105 10° M 24219 =5 25

AV A S Bl 73 gk, Fel 8 (p<0.01) AA S & 2 o2 et
Hydrocortisonew™-& A A & 0 2 = F Lo Hl&] g

2.IL-62| Bt&{of| ojx|= 3t A EIZ e = 202 Bolx| 1 /bR mEEel
Macrophage cellel] LPS (100 ng/ml)Z ] 2} & pro- hydrocortisone 10* M& 2ol A 717 & AA T3 E

inflammatory cytokine$l IL-69] 23 Lol %7} el o) # Fo) A & #E0) 5714 (50, 100,
X &= S ELISAR =43 A#b7) ofgl ek 250, 500, 1000 yg/ml) 2 Fo| A IL-67} -2 1A
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Table 2. Effects of Jacho on LPS-induced IL-6 in Macrophages 264.7

Treatment of cells IL-6 (pg/ml)
Normal 8.14 = 1.45
LPS 97.16 + 2.09
LPS + hydrocortisone (10° M) 113.73 + 2.48++
LPS + hydrocortisone (107 M) 90.77 + 325
LPS + hydrocortisone (10° M) 74.88 + 047%*
LPS + hydrocortisone (10° M) 81.34 £ 2.23%*
LPS + hydrocortisone (10* M) 40.34 + 1.53%*
LPS + Jacho (50 ug/ml) 82.13 4 3.20%*
LPS + Jacho (100 ug/ml) 89.41 + 2.80*
LPS + Jacho (250 ug/ml) 69.85 + 8.30**
LPS + Jacho (500 ug/ml) 77.96 £+ 1.69**
LPS + Jacho (1000 ug/ml ) 58.60 + 1.62%*
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Fig. 2. Effects of Jacho on IL-6 by LPS-stimulated in macrophages 264.7

Cells were pretreated for 1 hour with drug. At the end of pretreatment, macrophage were incubated with LPS 100 ng/m! for 12 h
and media collected and analyzed as described under material and methods. Drugs were used 50, 100, 250, 500, 1000 wug/m!.
Hydrocortisones(+) were used 10°, 107, 10¢, 10°, 10" M. Data are presented as means + standard eror. *p<0.05 , ™ p<0.01
and ++ p<0.01 indicate statistically significant differences from the LPS-treated group.
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ZtHTable T )(Fig 3).
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Table 3. Effects of Jacho on LPS-induced IL-18, in Macrophages 264.7

Treatment of cells IL-18 (pg/ml)
Normal 191 +0.11
LPS 4.07 £ 021
LPS + hydrocortisone (10° M) 3.31 £ 0.09**
LPS + hydrocortisone (107 M) 227 £ 0.19%*
LPS + hydrocortisone (10° M) 1.98 + 0.15%*
LPS + hydrocortisone (10° M) 2.09 + 0.04%*
LPS + hydrocortisone (10* M) 1.63 £ 0.10%*
LPS + Jacho (50 ug/ml) 7.74 + 0.24++
LPS + Jacho (100 ug/ml) 6.25 = 0.30++
LPS + Jacho (250 ug/ml) 6.17 + 0.13++
LPS + Jacho (500 ug/ml) 6.07 £ 0.23++
LPS + Jacho (1000 ug/ml ) 599 + 020++
IL—18
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Fig. 3. Effects of Jacho on IL-18 by LPS-stimulated in macrophages 264.7

Celis were pretreated for 1 hour with drug. At the end of pretreatment, macrophage were incubated with LPS 100 ng/m! for 24 h
and media collected and analyzed as described under material and methods. Drugs were used 50, 100, 250, 500, 1000 ug/mi.
Hydrocortisones(+) were used 10%, 107, 10°, 10%, 10* M. Data are presented as means =+ standard error. ** p<0.01 and ++
p<0.01 indicate statistically significant differences from the LPS-treated group.

FEQ HE 1000 we/ml FEoNA F7tENI) 7H
zkoket.

4.1L-109] &siof o] x| = A&

Macrophage cell®l] LPS (100 ng/ml)Z *| 2] % anti-
inflammatory cytokine$! IL-102] @874 2o g5}
"X & 43S ELISAR 233 237} o} Z9}
2T} (Table IV )XFig 4).

Hydrocortisones ol A] 1A A wx
hydrocortisone 10® M2 =29+ A &) 8} 12 V1) ®] 47)

1

.

o] E(107, 109, 10%, 10* M)A 25 IL-10& G2
3| (p<0.01) A8t E2E Yeplh 28]a 1
A4 E3eE AAACRE Frd BH3 AL d
ook #E L 57HA] BE F1(50, 100, 250, 500,
1000 ug/m)yol A IL-102 521 317 (p<0.01) &1 A &}
o] AdAFA & A A2 I A EHE=
Fol vl she Ao Bl
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Table 4. Effects of Jacho on LPS-induced IL-10 in Macrophages 264.7

Treatment of cells IL-10 (pg/ml)
Normal 339.87 £ 1343
LPS 90227 £+ 64.36
LPS + hydrocortisone (10° M) 797.43 + 46.94
LPS + hydrocortisone (107 M) 591.37 £ 18.31%*
LPS + hydrocortisone (10° M) 47145 + 8.16%*
LPS + hydrocortisone (10° M) 546.62 + 12.66**
LPS + hydrocortisone (10* M) 370.83 + 3.85%*
LPS + Jacho(50 ug/ml) 719.38 + 36.26*
LPS + Jacho(100 ug/mi) 57925 £ 28.77**
LPS + Jacho(250 ug/ml) 601.85 + 39.26%*
LPS + Jacho(500 ug/ml) 557.72 £ 17.31%*
LPS + Jacho(1000 pg/mi¢ ) 535.20 + 30.67+*
IL-10
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Fig. 4. Effects of Jacho on IL-10 by LPS-stimulated in macrophages 264.7.

Cells were pretreated for 1 hour with drug. At the end of pretreatment, macrophage were incubated with LPS 100 ng/ml for 24 h
and media collected and analyzed as described under material and methods. Drugs were used 50, 100, 250, 500, 1000 ug/mi.
Hydrocortisones were used 10°, 107, 10%, 10%, 10* M. Data are presented as means =+ standard error. *p<0.05 and ** p<0.01
indicate statistically significant differences from the LPS-treated group.
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1
% (50, 100, 250, 500, 1000 ug/ml)Z 5—%54 01 A¥dds]
1=

ol i Z3E ZASEY 21 hydrocortisone =
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