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The effects of the abstracts from Moutan Cortex on an anti-allergic action on
B cells and mast cells of the BALB/C mouse

Jang Sung-Ik, Jeen Sok-Chang, Kim Sung-Kyun, Lee Han-Bae, Lee Seung-Hee,
Seo Young-Bae, Lee Yong-Gu. Lee Young-Chul

Hae Dang Hosptial of Oriental Medicine, Dong Seo Hosptial of Oriental Medicine, College of Oriental Medicine,
Taejon University, Tagjon, Korea

Objective : This study was carried out for the purpose of proving the effect of anti-allergic efficacy on B cells and the mast
cells of the BALB/C mouse by the abstraction from a Moutan cortex.

Methods & Results : In order to know what the effect of an abstraction from Moutan cortex and about the expression of
CD23 and IgE, IC-2 cell (mouse mast precursor cells that was dependent on IL-3), it was necessary to be activated. We then
analyzed it from the flow of cytometry on the increase and the divorce of the B cells activated by anti-CD40. In order to know
what the effect of it was on the organization of cytokine gene expression from the increase and divorce of the B cells and
allergic acting by Moutan cortex, we found it necessary to examine the IC-2 cells and B cells. At the same time, as we
examined the histamine release of IC-2 cells by ELISA method, we also examined the effect of Moutan cortex on the increase
and divorce of the B cells by 3H-thymidine uptake method. We then analyzed the release of TL-4, IgE and histamine.

Conclusions : As a results, Moutan Cortex promoted blood supply by extending the blood vessel of nasal mucous, which
was contracted by the hypertrophied nasal mucous.

Key Words: Moutan cortex, B cells, the mast cells, Anti-allergic action
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B #Exrel IEmolA 4R el 2iX| 1ol BIR BiF

m&Ese Zgel ol Fis HakAl A 3
Emsl) = #47ekA] @A Bhe RS A3 i
FoF HmHete eare R #EA steE B}
Eo7} e il 35, £ WHAFR R M
2 g s 5 Fol 2R

FA R ¥ald|&= paeonol, paconolide(paconoside
+arabinose), paconiflorine} {5 o] 311, o]9] 5
W 0.15-04%, 2 phytostern©] =0t Ao, g
fEHE 4Y, g8 R4, A28, 7
A Ht7ksl, ME, A, A-&7tst, g, ok, 18]
I fAbEg o2 D RAGE, 9 dadidad
Ak, 28, AR vl Foll AHSETR.

AGA o MX e FFS AT R HAEE e

ZHEUoIY paeonol mouse?] HEMKAIFE Hffiol
A58 27 2 W gdyA] 2go] glm, FA
o] EolA #iihe] A S AASIA = oA IMiF
frEE I RISl 3 2etR W oA 2ol
A=

ol9le] A ANE B HfHole HiEEHER
o] 9, AEH} HEFL FHI}E T8 89
paconol /g 3#-2] fr5-olmf, LERERC] vi2AY e
#ipel F4 vl2e AL fEd 5= 49, 2
2392 w3ty gt B3 AFE AR
B & EERES B weliu i sk
glo] 282 A7) 1 S ERRHS BRI
A A= Hesitka skt

I FIEEE SR 2 PUREERMLIER, slow
releasef/ER, M/IREESE BIHIfERC] Baso] At
i A WA 59 FLe A Z Lo vlAE
R o] B At o] FAAA] & AA el

g ¥k T SA1Y HRk-go] dojuhe 4
< 58 93 A3 FHA 2 o Beels2HE 5
o] IgE7} FAH D FHH IgEe 13 Feer &
A (FeeRDE B3l B¢
Az} =EEHH GEEALEC] RAAE SA|E #
qukgo] )

B T A T cells, B cells, alveolar macrophages,

platelets, mononuclear cells, fibroblasts 7.2] 1 neu-

e
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trophils S-]4] BHE0]x| & tHRF14% neutrophils 3!
mast cells$}9] Az o2 IgBd 93] miAEe
histamine W&-& FAA71E IR BaHGoH",
IgEs} E¥A o 2% CD232) 29 thE pathway
& o]9] @Ao] Yehte Aoz A U7l
ant-CDA0S 3} B AFAAE A e,

k] B Aol S ER Eil R
W4 SEFEfERC) I Ao B g¥A 3 o
2o Azwgon B u, FLUA g K}
edle oA, ¢z FF F HEFESEC] B
cells 24 kg-o v]x)& 98, CD23] wX|= 9%,
IgE 28] thah Gk, AF B cellsol] 3lofA] IL4E
ko] v G, B cellsol A IgE HEF| v]A
£ 9%, Histamine ‘280l v|A& 95 #23}
ol AE Aol Bashes vtelrh

. BEet#t & 5k

1. &%t

1) gy

HhES M 4799 BALB AFE BEIL
Bprgeprol A ol HEE A7 B (F
AA A7}, APAIE Co)dt BS 83 fhisst
Eil 2242CE AL HEEEINA 2 BN BRE B
ol HHEAIZ 1 Bl EASHAT

2) %h4

B gyl AL83h HPHE (Moutan Cortex ; MCy=
| sreFd AHCR )l A Tl Bted KRB SRRk
B AREE ZEo| M B% F KE%et] ALgStATH

3) RAHELE

HHPHEE 200 goll ZH2) FRIK 1,500 mi-S fmske] #
% HhibeRolA 3 AIZE et ¥ HdiE (Mou-
tan Cortex extract ; MCE)S TR A IER3}, 0] & /R
FE I (Rotary evaporator, Buchi B-480, Switzer-
land) 2 EfEsts, ol & oAl B2 71=x7] (Freeze
dryer, EYELA FDU-540, Japan) & o] &3lo] 9 &
A AzE BT (30g)S I (-84T) REAA A
I3 pER s Metd AHESI -



4) e o

Diethyl pyrocarbonate (DEPC), chloroform, RPMI-
1640 w29, isopropanol, ethidium bromide (EtBr),
dulbecco’ s phosphate buffered saline (D-PBS),
magnesium chloride (MgC12)-2 Sigma jit(U.S.A)A =
= AH8-319 21, Taq polymerase &} deoxynucleotide
triphosphate (ANTP)= TaKaRa jit: (Japan) 3] &£,
AALE A (moloey Murine Leukemia Virus Reverse
Transciptase ; M-MLV RT)$} RNase inhibitor:
Promega jit (Madison, U.S.A.) 7] &2, RNAzolB&
Tel-Test jit (US.A) AF<, SEholEA (fetal bovine
serum, FBS.)2 Hyclone jit (Logan USA)AE, 1
2] 1. agarose (FMC, US.A)SE Al 1, 4%
3B Mo AgH phycoerythrin (PE)-anti-rat
conjugate Ig, fluorescein isothiocyanate (FITC)-anti-
CD23, anti-IgE, anti-CD40, anti-B220-FITC+
Pharmingen jit: (Torreyana, U.S.A.)9] A &<, 3H-
thymidine, Sephadex G-10-2 Amersham Pharmacia jit
(Buckinghamshire, UK)ol| A 79319 o, 7)€} Ll
A ek EF AlokS A3k

7R Bfgeel A E #25 bright microscope (Nikon,
Japan), inverted micr-oscope (Nikon, Japan), flow
cytometry (Becton Dickinson, U.S.A.) spectropho-
tometer (Shimazue, Japan), CO2 incubator (Napco,
Germany), imager I photo-system (Bioneer, Korea), 3%

Lo HES: (Centrikon, Sigma) bio-freezer (Sanyo,

- A - 0|27 - O|YE

homogenizer (OMNIL, USA) %2} A& #Hstsc}

2. A&k

1) e #558

(1) IC-2 cells B} o

1C-2 cells (RCB0102, Koyasu, Shigeo, Japan)+= IL-3
2} 24](dependent) A% B]TFA|E (mast cells)2 100
U/ml9] rIL-3 (R&D system)E RPMI-1640-10% FBS
Hj okl ol A eldted 37°C , 5% CO2 incubatorel] A A
Tl oke &k IC-2 cells (2.0 x 10712 24 well
plated] ¥ HIHE FE2ES XS T v
A (37°C, 5% CO)ell A 6 AIZE vl 3l .

(2) B Bcells #2] 3 wj<F

BALB/c AF oA v 4E ¥l t’l mﬂ}i
(spleen cells)E 23 dted 2,000rpmol] A A
Sl AZE A58, o A2 s aa
(Sigma, USA)2 ml& YW1 37C F25F 5%
WA 181 UM FA) 10 mie] D-PBSE A
7¥8ko] 2,000 pme A 5 B2 YA Bglsle] AlgE}
gk B2l v A 29 11, GK153, M1/70 vl 44
Z (1 ml/1084 )& ﬂ\ﬂﬂ F Aol 30 £1t
HHSAI AT (Table 1). ¥H-8 & 23] D-PBSE F4|8
& rabbit complement lyophilised (Serotec, UK) 0.5 m!
= ﬂﬂld 37C &zl 1 AR Sk vl ost

. HleF % 53] complete medium .2 A8}

Sephadex G-10 column (Amersham Pharmacia, U.S.A.)

Japan), Primus 96 thermocycler system (MWG o] EFAA B cellsE £t} B cells kS =
Biotech., Germany), ice-maker (Visionf}£t) 2 A&7 Ydle] a-B220-FITCE o] &3 #4238 4E
Table 1. Inhibition effect of MCE on B cells proliferation by [*H] thymidine uptake

Thymidine uptake (cpm)

Drugs Dose

mouse B cells

Normal(B cells)

4343.0+151.4

rHRF+anti-CD40(con.) 4421.0£198.5
MCE+rHRF+anti-CD40 MCE(100 ug/ml) 4250.8+438.8
MCE+rHRF+anti-CD40 MCE(10 ug/ml)

MCE+rHRF+anti-CD40 MCE(1 ug/ml)

Mouse B cells were stimulated with anti-CD40(100 ng/m!) and tHRF(10 pg/mi) for 72hrs. Normal : Only B cells (5 X1 cells/well) Sample

It was treated

with rHRF(10 ug/ml), MCE and anti-CD4() incubated for 72 hours by above dosages. The results are expressed the meant S.E (N=4). Statistically significant

value compared with control group data by T test ( #¥p<0.005, ***p<(.001)
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A17] (flow cytometry) 2 #2418} T} (Fig. 1).

2) A Z FFRA7IE o] 47 [gES} CD23 24

2

B cellsE 24 well plateo]] 5% 10° cells/well 2 EF3}
1 Anti-CD40(100ng/ml)3} tHRF(10 ug/ml), rIL-4(10
ng/nl), 22|30 HFHE A (100 we/ml, 1 we/nl)s
& 7o} 48212 WL W F B cellsE <)
HAF AT 3% THorEA, 0.1% NaN3)Z 2
3] FAEATh 4TA W P3G (immunoflu-
orescence staining)& A A8t a1, ZHzbol| goat -
phycoerythrin (PE)-anti-rat conjugate Ig, anti-mouse
IgE, 28] 31 fluorescein isothiocyanate (FITC)-anti-
mouse CD23 58 ¥ 30 £7F 4804 vr-eA7
ook 3 3] o] AR NAFRE FA
T FAE F3EA7] (flow cytometer, Becton
Dickinson, USA)Z B cellsol| 4] IgE$} CD23 (Fce)Q)
388 BAY T2 082 CellQuest T2
a#o 7 IgE+¥ CD23+ (positive cells)e] H]-&
(gated, %)< &3

dnddabd
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dodadod b,

A ¥ ol ¥ Lid ¥ L
0 200 400 600 800 1000
FSC-H

M2

M2 : 90%

60 90 120 150

Counts

30

0

100 10' 10° 100 10°
FL1-H
Fig. 1. Purity of B cells isolated in BALB/c spleen cells.
The spleen cells acquired in BALB/c mice were soluted with RBC
lysis solution, and added a-Thy1.2(J1J, GK 1.5.3, M1/70),
complement and then B cells were obtained by sephadex G-10
column.
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3) B cellsoll 4] o] E7FY] Frad <

(1) HAHE HtA 2]

B cellsl] #4212} 100, 50, 10, 1ug/mi® 22
B9, B AR &g B cellso] rIL-4
(10ng/ml)+Anti-CD40 (100 ng/ml), IL-10(104U/ml) &
A2gh T 5 A2F B2t A vl ol uit A5
A2 viz] 3 PBSE 23] AHstgdch

(2) GA T T RS 89S (RT-PCR)

ORNA F%

EEE F A5YE AAT F RNAZIBE o] &
3lo] IC-2 cells9} B cells?] Al EZ2-& E{E# & RNA
2 2Z3= WS "3519ch RNAZoIBE 1/10 92
CHCI3 (chloroform) (40 /400 1 RNAsolB)S 2
15 %3 VortexZ E&38l1 9 (ice)) A 15
7R3 n& A4 887 4C)E 15,000rpm

A

oA 15 B3t 4R d & Ao

i

A 15 3F YA EE 3}
speed-vacC. & 7 ZA|Zth. DEPC/D.W (0.05%)5%
%k total RNAE diethyl pyrocarbonate (DEPC)E A 2
g 20 19 SFoll Fo] RT-PCR9| AHE-3AT

@ QAT EL A RT-PCR)

9 HA}L (reverse transcription) B3 F01H total
RNA 3 g2 754 58 E<F 814 (denaturation)
A7) 3, o]oJ Al 2.5 4 10 mM dNTPs mix, 1 @
random sequence hexanucleotides (25 pmole/ 25 #),
RNA inhibitor2A] 1 # RNase inhibitor (20 U/x), 1
#4100 mM DTT, 4.5 ¢ 5 XRT buffer (250 mM Tris-
HCI, pH 8.3, 375 mM KCl, 15 mM MgCI2)E 7}3F &,
1 49 M-miV RT (200 U/z)E tHA] 7}eka DEPC
AYd SHFEA HAF 3971 20 Wt HEE 8
Sk o) 20 19 g EFAL & M H 2000
mpmof| A 5 23 AATs 37T & FRA
60 ¥ FoF W2-AlA first-strand cDNAE 433 o
= 95CAA 5 & B WAS] M-V RTE 8



gt A7l ¥ o] ¢EE cDNAE
chain reaction (PCR)9l] A}4-3}53Th.

(3 cDNA PCR

FAA FE8 93 thermolcycler (Perkin Elmer,
Branchburg, NNE o] §-8f0d AAL-Z3a 2 At
2 FYsIsich w2 ofn] FAHH 3 4] cDNA
5 g0 g ALEsLa, 8] 3 primere f-actin,
interleukin-18 (IL-1p), interleukin-4 (IL-4), interleukin-
5 (IL-5), interleukin-10 (IL-10), GM-CSF, tumor
necrosis factor-o (TNF-0)& ZZ-3}7] 938t} sense
primer (20 pmole/#4)9} antisense primer (20 pmole/ )
5 &t 1 WE 7tsta, oA 3 4 2.5 mM
dNTPs, 3 4 10X PCR buffer (100 mM Tris-HCl, pH
8.3, 500 mM KCl, 15 mM MgCl2), 18] 31 0.18 4
4713 TS 2 E 2}
30 4 Y2 E BT EFTE 718l predenaturation |

957, 5 &, denaturation : 95°C, annealing : 55°C, 1 ¥,

polymerase

Taq polymerase (5 U/u4)E

elongation ; 72, 1 ¥ 25cyclesg 5 postelon-
72Tl A 38 Foke] 2707 PCRE 4
g5l ok ZF PCR products: 20 %) 1.2% agarose
geloll loadingdte] 120V ZZA)A 20 £7F A7d %5
= Bstod w38k

PCR product®] <& Windows 1D main program
(AAB, USA)E ol &-3ted H 3ok (height, HNSE &
Bagoh

IERER S

B cellsE ¥2l3lo] anti-B2202.2 &oleh T 24
well plateo)] 2x106 cellsE 7+ wello| EF91t} 4
FHE #hi# (100, 1 ue/ml), anti-CDA0S 48A13F <t
co2 247N SAMG ek W FEF
A wfoFall-S 2,000 rpmo A 5E7F YARE) Bl
A=l 8. 3428l ELISAS} histamine releaseol] A}
£3t91t). ELISAE I1.-4 enzyme-linked immuno-
sorbent assay (ELISA, Endogen, U.S.A. )9} IgE ELISA
kit (Pharmingen, US.A)S 2 By &S =4 a4},
7} &} (antibody)E coating Y438 "Oﬂ 3| A5l
microwellol|] coatingdl & 4Co| A overnights+]

7t well& 33] washing & gd o0 g A3 &

gation=

Hao] FAE - ofpt - YT - 0153 - MY - OJST - O/

cells W) gEAFZ ol (culturesupernatant)2 100 42 ¥-5
St 1 A1 B9k Ao WAgE § 2 3] wash-
ing $EgM o2 A2 & antibody Avidin-HRP
conjugated 100 /& A e|3}aL 1 A]7F A4 23|
g & oAl Al skt TMB 71”& 100 WA 5
ik ?}ioﬂf\i 30 B7F 2Ex1gE 50 9] stop 29
£ #]2]3F & ELISA leader 450 mol| A &3 =5
g atsict.

5) Histamine release % 2%

IC-2 cellso] 100 U/ml e} 1IL-3 (R&D system)&
RPMI1640 FBS (10%) ¥ okdllo] A 2]sle] 37T, 5%
CO2 incubatorol| A Al L E v &F3}i T} IC-2 cells (2.0
X 10°71) 2 24 well plateo)) EF3F1 1 i
3} rHRF, anti-CD40 ¥ IL-102.8 28] 3} B cells 1l
okl g 7} wello] B8 F 72 AIE Ft FAI G
atick vk 28 F A kS 2,000 pmel| A
587 YRS dho] AN L F)ated histamine
release kit ImnunoTech., France) ©. 2 histamine -f-Z
#e 2R

6) B cells®] ffatesao] et 4 & =4

B cells*= tHRF9} anti-CD40 (SIGMA)E3} $A] 9
PP S A 2] g 1C-2 cellse] S]]
3}7] 98ted 96 well plate®] 2} wellol] 2x 10° cells?)
Arvehar, 4L MRS TEEE A & "]i
2 Abgslda, AEE 37T00A 48 A1 Wi 50
#Ci/ml 2] [methyl-3H] Thymidine (Amersham, U.S.A.)
o A )e T oAl 8 A|7F wiekslTh A XU R F5
g B dae] FE FHs) SAste] AER
S M| £4327] (Cell Harvester, Cambrige Tech.,
US.A)E AL&3ke] #2814 f0] 2] (Glass microfiber
filter, Whatman, U.S. A £838l3, AXT F
AP & 7] (Liquid Scintillation Counter, Beckman

_1[}14

58 23

Co,USA)E o] g3te] A B2 42 =
A sksl
7) #eatE

Zies gipo 2 B A8 R = meandistandard
error2 443N 1, AEM HE-S Student s T-test
AiTEES RIS PuEstth
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. B Bl

1. #HF R M (MCE)O| B cells 1850 0|
= ¥
1EHE BALB/c A% 9] B cellsol] MCE (100, 10, 1ug/
m)T} anti-CD40 (100 ng/ml), tHRF(10 ug/m)E &%
EIEE} a1, 72 B 140 [PH] thymidine uptake assay

gt 23 MCE Fo{ (MCE 10, 1 ug/m)l| A 15

3. IgE %3880l CHEH 44718 #hiY (MCE) 2| d&F

BALB/c mouse<] B cellsoll MCEZ A &}slo] IgE
w3y - S B3 A3, Fig. 3 olAAE anti-IgE &
FHol| thet FPAE (positive cells) & T ZT0]
59.40% = JebtEl, MCES ftet A3} IgE 4
o RE B (100, 10, 1 w/m)A £%& 37.50,
4250, 4040% 2 VERt izl vlete] aFe] 2
&£E BATHFg. 3).

PR ER ] vsle] & £ B E BHo] AEENE
B cells®) 184 ¥ 7} VFEFSETHTable 1).

2. CD239| wslol| Chst 453/ 4 (MCE)2Q| &
AE &
anti-CD40+rlL-4

IgE 80]‘%“ oﬂ %o];ﬂ'gi Ell-%—a]-“i_ CD23 (FCE) v)’:% .g 28 anti-CDA40+rIL-4+MCE100ug / m!
A €A e fdte 8T 982 9ok ié; §o anti-CDA0+rlL-4+MCE ug/nl
CD23& IgE A2 Q3 Ft== SAY Jake- 8 N Control; RPMI 1640 media
(immediate hypersensitivity)2] 44 £.9]o] Zo] Zx) N
g} Mouse®] B cellso] 4] MCE A2 2 <13 CD23 il i — rre v
iy 24 Baslgch 2 23 CD23 (Feo)e] 24 FLL .

CcD23
o] ¥R (anti-CD40+1IL4)o)| H]3lo], MCES &

o Fig. 2. Effects of Moutan Cortex extract (MCE) on the
A2l FEghtol A 22 HAE BYvhFig. 2).

expression of CD23 in B cells (in vitro).

The mice B cells were cultured with MCE(100 ug/ml, 1 ug
/ml), anti-CD40 (100 ng/ml), and rIL-4(10 ng/ml) for 48
hours. The cells were washed twice and analyzed by flow
cytometer.

t e & - 2
& =) &
I I I
4% 4% R
w w w
'5.'_? e e =3 N
= ® ® &
S s 2100100 A 10 1o T100 100 10 106 A0°
o FL1-H
& . E
=] 5.
N
& ] 42.§9.A
I I I
N8 ) &1 k=
LI._ LL- LI._
2 = o1
& | i & :
210 100 100 100 10° S0 10 100 100 F10° 100 A 10°

107
FL1-H FL1-H FL1-H
Anti-IgE(FITC)

Fig. 3. Effects of Moutan Cortex extract (MCE) on the expression of anti-IgE* in B cells (in vitro).
The mice B cells were cultured with MCE, anti-CD40 (100 ng/ml) and rlL-4(10 ng/ml) for 48 hours. The cells were washed twice and analyzed by
flow cytometer. The panel (A) was conirol group(ireated with RPMI media). The B cells of panel (B) were treated with anti-CD40 (100 ng/m!) and rIL-
4(10 ng/ml) . The B cells of panel (C) were treated with anti-CD40, rlL4 and 1L-10(104 U/ml) and the B cells of panel (D)~(F) were treated with anti-
CDA40, rlL-4 and MCE;(D) MCE(100 ug/ml), MCE(10 ug/ml), MCE(1 ug/mi).
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4. M7 B cellsol] AAA IL-4 Laizke] HE
Table 2+ A% B cellsE F2ldtod MCE (100, 10
ug/m)E 22|33l anti-CD40, tHRFE A=23 & &
H & & IL-4 AYahe-g 43 dajolct 1 A9} BE
L )27 (controb)el] H;dtel MCE7} #iviigl 7 %-
[L-42) Hrg gro] A% ZHAE| QI C(Table 2).

5. B cellsollM IgE HHES| BIE

g7 A A3 B cellse IgES At o
IgE A= 231344 Fe &A1 2g s o] 3 3
Hof At w2 FA|Y HRIkgo] fE

Table 3-& A% B cells® F25ked MCE (100, 1 ug
/ml)E 8]}l anti-CD40, rHRFE 2}=3F & 82y
5= IgE ALHE £ Aafolv) o A} EEM
3 #EH (controlol] M3l MCEZ} #etd 749
IgEe] Wg Po] & Z 07 714 H I THTable 3).

8. Histamine %880l nix|E @&t

S| 2ERRlE FAA ) FgA o 2
BE vl Xz, WA 27} ‘é%ﬂr we

Table 2. Inhibitory effect of MCE on IL-4 release of B cells

BY] - TLE - OfgHl - YYT - 0153 MY OIS - 0/FF

¢l Z2Aelito]ZY (prostacyclin, PGI2)E &4l 51
Al sk o] go] UGS Lozt 3 2EH 9 o
28k 2ol o3} SAY HRINkge] iz wAH
o] dojutA Aotk

1% BALB/C A% 2] B cells (5x10° cells/ml)dl|
MCE (100, 10 wg/ml), anti-CD40 100 ng/ml, rtHRF 10
ue/mlS &% EIRSEL, 48 R kol T AE
B E3l3, o]& thA] 1C-2 cells (2% 10° cells/well)ol]
100 d/mliS B3 48 Wi T ELISA kit& A}-8-38h
o] 450 m9) MR 583 A} B st
MCEE A 2|3t 7% histamine 2| AgFo] 2 &
9} 442 R tHTable 4).

7. 4R fmEH(MCE) 2| B cells®| #&ET #3580
n|xle 2
IL-153, IL-4, IL-5, IL-10, TNF-¢, [FN-yE9] ;&{#+
FEC ] X S ®B™ Table 594 Z+zte) 35
A #E S (Intemal control)+= F-actino] {FHE )
1, zb sE(E T 3R A lane(1-7) £ HeghS: 4 2l st
A} 23}o| A IL-5 PCR product®] ZAE A 23

12&

IL-4 (pg/ml)
Drugs mouse B cells
Normal 45.74
rHRF+Anti-CD40(con.) 186.25
rHRF+Anti-CD40+1L-10 74.97
Anti-CD40+1L-4 706.83
MCE+rHRF+Anti-CD40 MCE 100 ug/ml 63.63
MCE+rHRF+Anti-CD40 MCE 10 ug/ml . 172.28

Mouse B cells were stimulated with anti-CD40(100 ng/ml), tHRE(10ug/ml), IL-10(10" U/ml), rIL-4(10 ng/mi) and MCE by above dosages for 72 hrs. Normal

Only B cells (5 X 107 cells/well)

Table 3. Inhibitory effect of MCE on IgE release of B cells

Group Dosage IgE(ng/ml)
Normal 1.28
tHRE+Anti-CD40(con.) 8.25
rHRF+Anti-CD40+IL-10 0.01
Anti-CD40+11-4 542
MCE+rHRF+Anti-CD40 MCE 100 vg/m! 2.55
MCE+rHRF+Anti-CD40 MCE | ug/ml ; 198

Mouse B cells were stimulated with anti-CD40(100 ng/m!), tHRF(10 wg/ml), 1L-10(10* U/mi), rIL-4(10 ng/mi) and MCE by above dosages for 72hrs. Normal :

Only B cells (5 X 1(F cells/well)
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Table 4. Inhibitory effects of MCE on the histamine release of IC-2 cells

Drugs Dose

histamine release

nM

Normal
rHRF+Anti-CD40(con.)
rHRF+Anti-CD40+1L-10
Anti-CD40+1L-4
MCE+rHRF+Anti-CD40
MCE+rHRF+Anti-CD40

MCE 100 ug/mi
MCE 1 ug/ml

0.054
1.410
0.060

Normal : 1C-2 cells (2 X 1 cells/well) added B cells culture sup. Positive control : It was treated with rHRF(10 ug/ml), anti-CD40(100 ng/mi) and IL-10(10* U/
mi). Each samples : It was treated with tHRF(10 ug/m!), anti-CD40, IL-10 and MCE(100, 1 #4/ml) incubated for 48 hours by above dosages

Table 5. The effects of MCE on gene expression in B cells of BALB/c mice lane

lane lanel lane2 ani-CD40  lane3 IL-10  lane4 MCE100 lane5 MCES0  lane6 MCE10  lane7 MCEL1
EEF (B4 +HL-4 g/ mi ug/ml ug/mi v/ mi
IL-13 67 73 72 77 85 65 73
IL4 23 58 66 56 62 48 51
IL-5 35 61 65 26 28 22 17
1L-10 37 88 68 41 48 38 42
TNF-« 22 32 78 71 76 74 83
IFN-y 21 52 88 74 71 104 85

The mice B cells were cultured with MCE. Reverse transcription reactions were carried out 204 reaction volume containing with 3 yg total RNA. and 3ul of
resulting products were analyzed by PCR analysis. Lane M; 100bp DNA ladder marker; lanel, RPMI 1640 media control; lane2, anti-CD40(100ng/ml) +1L-4
(10ng/ml); lane3, IL~10(10'U/ml); laned, MCE 100ug/m!; lane5, MCE 50ug/mi; lane6, MCE 10ug/mi; lane7, MCE 1ug/mi and internal control(8-action)

IL-1B, IL-4, IL-10, TNF-¢, IFN-y PCR product® lanel
7 vlmete] A0 2 T tH(Table 5).
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