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Figure.1 Experimental protocol

Female BALB/c mice were sensitized with two intraperitoneal (i.p.) injections of OVA with
aluminum hydroxide gel (alum). Then, OVA in phosphate-buffered saline(PBS) was orally
administered (p.o.) four times to induce food allergy. One week after the last administration,
allergic responses were elicited through administration of 50mg OVA.

Each kampo medicine at a dose of 20mg was orally administered through day 0 to day 27.

ORH2ER I8E DRIE

PUEFESR M IgE (X ELISA I TMlE L72e —%ka— b & LT, 5ug/ mL @ rat anti-mouse
IgE antibody (MCA419, Serotec) % F >, biotin (PIERCE) THEik L 72 OVA & peroxidase #&
4 streptavidin (DAKO Cytomation) % JIHIZ#5 & & ¥, o-phenylendiamine (Sigma-Aldrich) %
DORHBWTHRL I, H,S0, THANEZEIE3E, HHIZ 492 nm (X8 2 WOLE %
immunoplate reader (Titek Multiscan MCC /340, KHARM L) THlE L 72,

OYA bBHA1 > m RNA OAEIE

Wl ) > 755 e OO mRNA LXOvid, ) 7V ¥ 4 4 RT-PCR & v CllE L7z, &4f
BT AHEY T AD cDNA #{EEY 7V & L, Thermal Cycler Dice (% 1 /54 F#&4th) %
HWTEYTA b AA VBB EZHEIT L, NI AF—VY Y T#BIZTTdhHAH GAPDH THIIEZIT- 72 1
Ty BRI & D217 - 72

TEREREDBEIIR O A

R VX HERE & RIGHERR G- HEMICB VT, OEM T LV F—ERTH 5. KR T & THIER, @
OVA-specific IgE fii. @B Y ¥ 88 K O IZ BT 5854 S5 4 ¥ mRNA L )V kG
%?:.l:’) 7:0



Ofeat4nig

RRIZ I = FREFUE TR L 72 MEHAINTICIE. one-way ANOVA test 2 Hv, A EAD
RO BN E post hoe g & LT BaPER IEREZ 3 BE & L C Dunnett test Z 47> 720 W54
fabRE (p ) 5% & b o THEAD ) LHE L7

MERYENTIZ1Z. R (The R Foundation for statistical Computing, version 2.13.0) @ graphical
user interface T®» %, EZR (HIGEFRFMIE S W FEHEL Y ¥ —) 2 Hwiz,

WiER - ER
Experiment 1 *5 Experiment 4 F T 4 [BIOFERIZ/T T, 42 18 HAIDHRFERN A & Mk L 72,

H2 i (SET) 13 OVA J#521W IgE @ LA oWl % 2% (Fig.2, Fig.3). 7L VF—ERTH %
RIS S HII L 72 (Fig.8)o F 72 FHEERICK LT Ml A3380 & M iz. BAEOINA 3% (KKST)
VAR 2 B0l L 7 (Fig.3)o VU T-#% (ST) (Fig.4, Fig.5). ML (BJT) (Fig.4) B X UL
S (SST) (Fig.5)s & FHIEIRZ #PH] L7zo BRI ¥ /382817 2 mRNA LAVid, Bhxd i
L LT, SET Tid TGF-B & IL-10 258 <+ ST Tid, IFN-y & IL-10 %5 < EJT Tl IL-4
AR HFED BTz (Fig.6)e MUBIZH TS mRNA LAV, BpfErf BREE & bk L €. SET.
ST. KKST & & 0¥ SST T IL-4 2MEWEATHED 5 17z (Fig.7)o

EWT VVE—0 T B IEENRE AT RO D 2 Hi 72 R W E LIS, ARtk Z
RO TBEE & LTid, FERR IgE EAOWE], Th1/Th2 /NT » ZA0FERL, WHMEY A b4 o
BRI G LT A T REME DRI S 7z,

A B

80 ok 120

f * KK 1

— r 1 —_ * %
= T € 100
» 60 %
£ £ 80
w '|' w
) 260
= L2
k= £
g g 40
2 20 g
5 s

0 0
C D
;6 0.0 I_;I 3
° 1
£ s 25
© v I
8 10 9 2
E w
b o 15—
2 s %
3 51

a

%5 -2.0 J. 05 - -
&
c 25 0
S NC PC OKT SKT RT HET SET OT NC PC OKT SKT RT HET SET OT

Figure.2 Results of experiment 1.

(A) OVA specific IgE at day 13 measured by ELISA. (B) OVA specific IgE at day27 measured by ELISA.

(C) and (D) represents allergic symptoms 1 hour after the administration of 50 mg OVA at day 28. (C) Change of rectal temperature.
(D) Diarrhea was assessed by a severity score of fecal form from 0 to 3, 0; solid state, 1; funicular form, 2; slurry score, 3; watery state.
Each value represents the mean == SEM of five to seven mice (*p < 0.05 **p<0.01 ***p<0.005 ****p<0.001).

NC: negative control, PC: positive control, OKT: ogikenchuto, SKT: : syokenchuto, RT: rikkunshito, HET: hochuekkito, SET: seishoekkito, OT: orento
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Figure.3 Results of experiment 2.

(A) OVA specific IgE at day 13 measured by ELISA. (B) OVA specific IgE at day27 measured by ELISA.

(C) and (D) represents allergic symptoms 1 hour after the administration of 50 mg OVA at day 28. (C) Change of rectal temperature.
(D) Diarrhea was assessed by a severity score of fecal form from 0 to 3, 0; solid state, 1; funicular form, 2; slurry score, 3; watery state.
Each value represents the mean = SEM of five to seven mice (*p < 0.05 **p<0.01 ***p<0.005 ****p<0.001).

NC: negative control, PC: positive control, SET: seishoekkito, KKST: keishikashakuyakuto, JTT: juzentaihoto, NYT: ninjinyoeito, JKT: jiinkokato, KRT: keigairengyoto
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Figure.4 Results of experiment 3.

(A) OVA specific IgE at day 13 measured by ELISA. (B) OVA specific IgE at day27 measured by ELISA.

(C) and (D) represents allergic symptoms 1 hour after the administration of 50 mg OVA at day 28. (C) Change of rectal temperature.
(D) Diarrhea was assessed by a severity score of fecal form from 0 to 3, 0; solid state, 1; funicular form, 2; slurry score, 3; watery state.
Each value represents the mean = SEM of five to seven mice (*p < 0.05 **p<0.01 ***p<0.005 ****p<0.001).

NC: negative control, PC: positive control, SET: seishoekkito, TKT: tokikenchuto, EJT: eppikajutsuto, OGT: orengedokuto, DKT: daikenchuto, ST: shikunshito
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Figure.5 Results of experiment 4.
(A) OVA specific IgE at day 13 measured by ELISA. (B) OVA specific IgE at day27 measured by ELISA.
(C) and (D) represents allergic symptoms 1 hour after the administration of 50 mg OVA at day 28. (C) Change of rectal temperature.

(D) Diarrhea was assessed by a severity score of fecal form from 0 to 3, 0; solid state, 1; funicular form, 2; slurry score, 3; watery state.
Each value represents the mean == SEM of five to seven mice (*p < 0.05 **p<0.01 ***p<0.005 ****p<0.001).

100

80

60

40

20

2.5

2.0

15

1.0

0.5

0.0

M

*%

Y
ok sk ok
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Figure.6 mRNA expressions in the mesenteric lymph node were measured by real time RT-PCR. (A) IL-4, (B) IFN-y, (C) TGF-B, (D) IL-10.
Results were normalized to GAPDH, then compared to positive control as the reference, and each mRNA level represents that obtained from
the collection of samples of 6-7 mice.

PC: positive control, SET: seishoekkito, ST: shikunshito, KKST: keishikasyakuyakuto, SST: saikoseikanto, EJT: eppikajutsuto
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Figure.7 mRNA expressions in the mesenteric lymph node were measured by real time RT-PCR. (A) IL-4, (B) IFN-y, (C) TGF-B, (D) IL-10.
Results were normalized to GAPDH, then compared to positive control as the reference, and each mRNA level represents that obtained from
the collection of samples of 6-7 mice.

PC: positive control, SET: seishoekkito, ST: shikunshito, KKST: keishikasyakuyakuto, SST: saikoseikanto, EJT: eppikajutsuto
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