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Figure 1 Purification of aS1-casein

< asl- W BPAUFRRA 1gE BE W 1gG4 DHl)E >

BFEMIET O asl- BEA L FRIREY 1gE B X
U 1gG4 HURIE ELISA HEICIDEL T, asl-
B1BAY /PBS (10ug/mL) Z~A7ud A8 —7
L—hMZa—74>7'L, 0.05% Tween 20 &5 e
Protein—-Free Blocking Buffer (Thermo Fisher
Scientific. PFBB-T) T7my¥> 7 Liz, KW
T, PFBB-T T 1:10 (IgE) ¥7zi% 1:200 (1gG4)
(AR BB MEZ 4CT—sSE, —
WAL E LT alkaline phosphatase—conjugated
goat anti-human IgE (BETHYL, 1:1000) F7/=i%
horseradish peroxidase—conjugated mouse anti—
human 1gG4 (Thermo Fisher Scientific, 1:10000)
2R, FBEIEELELTTMB (SeraCare Life
Sciences, Inc) £7-1X PNPP (Thermo Fisher
Scientific) THRUGSHETZ, JESN asl- 7
BARERN [gE DY SN F oo T S i R
LA 1 A2 %I (100%) EL7= o (%) 230
ERERELTRLI,

<G iE >

TOHE O SRR AR SRR 1 2011 4 4
~ 2017 4F 3 H £ TIZ @l R 1 % % R ik
(ROIT) Z#JiifTL, ROIT Bi#hREE, ROIT # 6

LAR < 24 « 3EER OV TN OLRAF L
TEGONT 39 BAEKTRELT,

FHT VX —TREE  mEOHLNR
HIRERL 7 L L — g & LR A A
BREGIEICED, ST VAT —OB Wi R T
DY, D% IR HERSIZ DRAFIIE A
BN T B akt5E LT,
< R O e s >

5 LA BT, ROIT BA#ARET 6 # A LINIZ, 4k
L 5ml LA T2 RIMEE T D 507 BIRERLE R A



asl BEBAL DT VN ARk T D 500% F M LA HIEIC B9 A5

AOLYUTHKIL, 12 B H D ABeiniikz1T -7,
ABEIRFR L, B R E5h S e IR o TE |
CC, BfEEEITENLL T OENDFFAEIR
ZBRAAL. K1 H 4, #1135 oME
L7z, BHEBUZBWTEIE R, Fo3# R
SEIRFEHE THIUTIE EAfke, DR
ThIVUTFREOEBIEITHE &, HE DR
biuT—HREZL, JEREHZE LR HEE
O EZftHE Lo, BB IT, ARt THEEA]
REL7R oo B EL A Bk L. &K 1 22H 1%
[l EAMERF L7222 B R AR I &L,
BB RIER DAL AT, HH
IR AR LR afkfc L7-, 100m] £TH
IEZMIE L LT, K 1 EEERREL T
FL 200ml B [=] 0 % 1A fF R BR, IX AR
200ml FCEBREDEIEATT 572, 200m] Z4iE
W< 3 A UL EBETEIF T, ik
DEEFH I ABRAAT o TLEMELHARL, A
HAEICBIT2FAEE LI LA LR
fibRA DT,
< B BAENC D f M AL RIS AL AR >
- MERFE M D IgE D FIEfE

IgE DOFIEEIL. Santos” HOWAITHEL TIT
o>l FHATVLAF—OROERAN BBk
Mz EDTA-2Na $RILEITEHRIL7Z, A 2ml
2%, 4°C 13ml HA buffer (0.3% Bhifiig7

JL7'3 10mM HEPES, 140mM ¥ b TR A
HAEHVT L 5mM [pHT7.4]) ZINZIREL,
DRICZED FIGEMEEU-, &b ek
Z 4°C 13ml FLEEN> 77— (27.75mM FLEE,
140mM ¥z Ak 7 RU D AL 5mM AL U 7 A
[pH3.9]) THEEL, K, 5 /pMHFHFEL,
IgE DOFIEfEETT -7, 1gE FIBEHR O MR, 4°C

13ml HA buffer T2 RIPEHFEZITWVHRIL,
Ml Lo IgE OHRBPENR T TNHIE
X, MAEEE Lo 1gE AL, FeeRla O
IgE FEA AL EAE S35 CRA2 ML TS
Tl E0fERE L7z (Figure 2),

Total IgE
- & pre stripping
5 post stripping
° WI
)
I
0 ry ———y vl -.-.-r-,l.ﬂﬂq—.— .....
10° 10' 10? 10%
CRA1
- 8 pre stripping
S post stripping
o
[w]
ol
0 ey 45&&%— e
10° 10' 10? 10
CRAZ
- pre stripping
s post stripping
° WM&
0 e By

Figure2 Confirmation of stripping of IgEs
from basophils
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Figure3 Gating of basophils
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Figure 4Change of tolerated amount of
cow's milk after oralimmunotherapy
n=39 Dunnett’'s tests compared to pre
were applied. **** p<0.001
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Figure 5 Change of IgEs after oral
immunotherapy

n=39 Dunnett's tests compared to pre
were applied. * p<0.05
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Figure 6 Change of casein specific
Immunoglobulins after immunotherapy
n=39 Dunnett’s tests compared to pre were
applied. * p<0.05, **p<0.01,
***p<0.005,** p<0.001
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Figure 7 Change of basophil activation
stimulated by as1 casein after
immunotherapy

n=39 Dunnett’s tests compared to pre were
applied. **p<0.01, ***p<0.005,**** p<0.001
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Figure 8 Change of basophil surface
antigens stimulated by a S1 casein after
immunotherapy

n=39 one-way ANOVAtests compared to
pre were applied.
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Table1 Correlations between
Immunoglobulins and tolerated amount of
cow's milk

r 95% CI p

Total IgE 0.044 -0.13-0.21 0.62
Cow's milk s-IgE -0.42 -0.55--0.27 <0.001
Casein s-IgE -0.44 -0.56 --0.29 <0.001
a-lactalubmin s-1gE -0.25 -0.042 --0.071 0.0074
B-lactoglobulin s-IgE -0.22 -0.38--0.31 0.018
as1 casein s-IgE -0.46 -0.58 --0.31 <0.001

as1 casein s-1IgG4 0.078 -0.093-0.25 037
asl casein s-gG4/IgE 0.42 0.27 - 0.55 <0.001

Pearson’s product-moment correlations compared to tolerated amount of cow’s milk were calculated.

2. MM RERTE AL

AR R, asl BEARIPEH D
CD203c, KT CD63 &% Blrp i S LR
FIG R OB ERE (MPD (X202 e
B4&#R& 7z (Table 2),

Table2 Correlations between basophil
activation and tolerated amount of cow's milk

r 95% Cl P
CD63 (%) -0.51 -0.63 --0.37 <0.001
CD63 (MFI) -0.58 -0.68 --0.46 <0.001
CD203c (%) -0.45 -0.57--0.30 <0.001
CD203c (MFI) -0.49 -0.61--0.35 <0.001

Pearson’s product-moment correlations compared to tolerated amount of cow’s milk were calculated.
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[gE EOMBEBRITFED LN, FEFI1THS
WHEBABAER L3R 8O 727 o7 (Table 3),
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Table3 Correlations between basophil activation and aS1-casein

specific Immunoglobulins

r 95% Cl p

IgE 0.54 0.41- 0.65 0.65 <0.001

CD63 (%) 18G4 0.18 0.008 - 0.34 0.34 0.04
IgG4/IgE -0.23 -0.39 - -0.062 -0.062  0.0078
IgE 0.65 0.54-0.74 0.74 <0.001

CD63 (MFI) 18G4 0.17 -0.0042 -0.32 0.32 0.056
IgG4/IgE -0.27 -0.42--01 0.1 0.0019
IgE 0.48 0.33-0.6 0.6 <0.001

CD203c (%) 18G4 0.18 0.0049 - 0.34 0.34 0.044
1gG4/IgE 021 -0.37 - -0.045 -0.045 0.014

IE 0.58 0.45-0.68 0.68 <0.001

CD203c (MFI) 18G4 0.083 -0.881--0.25 -0.25 0.34
IgG4/IgE 031 -0.46 --0.15 -0.15  0.00023

Pearson’s product-moment correlations compared to tolerated amount of cow’s milk were calculated.
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Figure 9 Suppression of basophil activation
stimulated by as1-casein

n=4 Dunnett’s tests compared to pre were
applied. * p<0.05,"p<0.01
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Figure 10 Suppression of basophil
activation stimulated by as1-casein
afterwashing supernatant

n=4 one-way ANOVA tests compared to
pre were applied.
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Figure 11 Suppression of basophil
activation stimulated by anti-IgE antibody
n=4 one-way ANOVA tests compared to
pre were applied.
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Figure 12 Suppression of basophil
activation stimulated by anti-IgE antibody
after washing supernatant

n=4 one-way ANOVA tests compared to
pre were applied.
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